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DEFICIENCIES OF CERTAIN VITAMINS AS 
STUDIED WITH TURKEY POULTS 
ON A PURIFIED DIET 


I. PTEPiOYLGLTJTAMIC ACID, RIBOFLAVIN, 
niacin AND INOSITOL 

T. H. JUKES, E. L. R. STOKSTAD AND MARGARET BELT 
Lederle Laboratories Division, American Cyanamid Company , 

Pearl Biver, New Yorlc 

six FIGURES 

(Received for publication September 26, 1946) 

Difficulties have been encountered with turkeys, as with 
chicks, when attempts have been made to devise purified diets 
which will permit normal growth. Now that synthetic pterovl- 
g’lutamic acid is available (Angier et al., ’46) it has been found 
possible by means of its inclusion to prepare diets in which 
the water-soluble vitamins are supplied in synthetic form and 
which give satisfactory growth in turkeys. 

EXPERIMENTAL 

Day-old turkey poults were placed in electrically heated 
battery brooders and were fed the experimental diets immedi- 
ately. Ten or eleven Bronze or White Holland turkeys were 
used in each group. 

In preliminary experiments glucose was used as the source 
of carbohydrate. Difficulties occurred, including stickiness and 
caking of glucose on the feathers, the occurrence of “pendu- 
lous crops” as early as 3 weeks of age, and high mortality. 
Since the first of these difficulties was thought to he due to the 
physical properties of glucose, a change was made to corn 
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starch, and no further difficulties were encountered. The pos- 
sibility remained that the starch may have contained some 
unidentified ingredient which was responsible in part for the 
improvement. 



Fig. 1 Turkey on diet T-15 at 11 weeks of age, weight 2348 gm, and of com- 
paratively normal appearance except for a slight enlargement of the crop. 


The following basal diet was used : starch 55.5 gm, purified 
casein 1 20 gm, gelatin 8 gm, calcium gluconate 5 gm, glucose 2 
0.88 gm, cystine 0.4 gm, choline chloride 0.2 gm, inositol 
0.1 gm, bone ash 2 gm, NaCl 0.6 gm, KH 2 P0 4 0.45 gm, K 2 HP0 4 
0.6 gm, Mg*S0 4 0.25 gm, MnS0 4 , 4 H 2 0 0.05 gm, ferric citrate 
0.05 gm, CuS0 4 , 5H 2 0 2 mg, A1 2 (S0 4 ) 3 , 18 H 2 0 1.6 mg, KI 
0.6 mg, cobalt chloride 0.4 mg, nickel chloride 0.2 mg, calcium 

1 Labeo. 

3 Cerelose. 
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pantothenate 5 mg, niacinamide 5 mg - , riboflavin 1 mg - , pyri- 
doxine HCl 1 mg, thiamine HC1 1 mg, p-aminobenzoic acid 
1 mg, l-aeetoxy-2 methyl-4 naphthyl sodium phosphate 0.5 mg, 
sodium pteroylglutamate 2 mg, (dl) biotin .04 mg, to which 
were added vitamin A 3000 U.S.P. units, vitamin D 400 
A.O.A.G. units, mixed tocopherols 68 mg, dissolved in corn 
oil 8 to a total of 6 gm. 


Pig. 2 Cervical paralysis in turkey in group 1 , deficient in pteroylglutamie 
acid. Age 33 days. 

The water-soluble vitamins were added as follows : inositol, 
niacinamide, calcium pantothenate, thiamine, riboflavin, pyri- 
doxine, p-aminobenzoic acid and l-acetoxy-2 methyl-4 naphthyl 
sodium phosphate were mixed dry with glucose so that 1 gm 
of the mixture was sufficient for 100 gm of diet, (dl) biotin 
was dissolved, 0.8 mg per ml, in 50% alcohol with the aid of 
a drop of ammonium hydroxide solution and the biotin solu- 
tion was dried on the glucose before the other vitamins were 
mixed with it. Sodium pteroylglutamate was prepared by 


3 Mazola. 
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dissolving pteroylglutamic acid in just sufficient sodium 
hydroxide solution and making* up to a final concentration of 
2 mg of pteroylglutamic acid per ml in 50% ethanol. The 
solution was added to the diet. Turkeys on this diet (“diet 
T-15”) appeared normal (fig*. 1), and grew at a fair rate, 
although not at the maximum rate which might be anticipated. 
Blood was drawn from a wing* vein for hemoglobin determina- 
tions. The blood was hemolyzed with dilute ammonium hy- 
droxide and reading's were made in the Coleman spectrophoto- 
meter at 540 my. The calculations were made from a standard 
curve which was constructed on the basis of a comparison of 
the reading’s obtained for a series of hemoglobin solutions 
with both the Evelyn colorimeter and the Coleman spectro- 
photometer. Cell volume determinations were made by centri- 
fuging blood in standard Wintrobe hematocrit tubes. Smears 
were stained supravitally with brilliant cresvl blue and 
counter stained with Wright’s solution. 

Pteroylglutamic acid 

A deficiency of this vitamin resulted in slow growth and a 
moderate degree of anemia. The results are shown in table 1. 


TABLE 1 

IS feet of various levels of pteroylglutamic acid on turkey poults fed a basal 
purified diet consisting of diet T-15 with pteroylglutamic acid omitted. 


GROUP 

SUPPLEMENT PER 
KILO OE DIET 

WEIGHT IN GM AT 

21 days 28 days 42 days 

PERCENT 
HEMOGLOBIN AT 

3 weeks 4 weeks 

AT 4 WEEKS 

Mean 
RBC corpus- 

count eular 

volume 

1 

None 

165 

191 

all dead 

8.65 

10.42 

2.43 

1.12 

2 

0.2 mg pteroyl- 
glutamic acid 

201 

284 

409 

9.19 

10.66 

2.50 

1.04 

3 

0.5 mg pteroyl- 
glutamic acid 

194 

287 

565 

9.46 

10.04 

2.71 

0.99 

4 

0.8 mg pteroyl- 
glutamic acid 

225 

324 

646 

9.66 

10.05 

2.65 

1.04 

5 

1.0 mg pteroyl- 
glutamic acid 

200 

315 

607 

9.35 

10.23 

2.68 

1.06 
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Three eases of cervical paralysis (Richardson, Hogan and 
Kempster, ’45) were observed among 4 surviving birds on 
the basal diet at 33 to 35 days of age (fig. 2). Tlie results 
indicate that growth was somewhat better at a level of 0.8 mg 
of pteroylglutamic acid per kilo of diet than at a level of 
0.5 mg. Increasing the level to 1.0 mg did not increase the 
growth rate. Examination of blood smears revealed a dif- 
ference in appearance between the erythrocytes from turkeys 



Fig. 3 A Normal-appearing erythrocytes (X 1500) from turkey in group 5, 
receiving a diet supplemented with 1.0 mg pteroylglutamic acid per kilo. 
B. Erythrocytes (X 1500) from turkey in group 1, deficient in pteroylglutamic 
acid. Note the large size and elongation of the cells as compared with the normal 
erythrocytes. Some of the cells show nuclei which are enlarged and of diminished 
density. The blood smears were made at 28 days of age. 


in group 1 with pteroylglutamic acid deficiency and the 
erythrocytes from turkeys in group 5. The erythrocytes of 
the deficient birds were larger in diameter and their nuclei 
were larger and appeared less dense than in the case of the 
birds receiving supplementary pteroylglutamic acid (fig. 3). 

Riboflavin 

Omission of riboflavin from the basal diet resulted in slow 
growth and dermatitis as summarized in table 2. The derma- 
titis (fig. 4) was observed in the region of the eyes and mouth 
and corresponded closely to the original descriptions of ribo- 
flavin-deficiency dermatitis in turkeys (Lepkovsky and Jukes, 
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’36; Jukes, '38). The requirement for riboflavin under the 
conditions of the experiment appeared to be satisfied by 3.0 mg 
per kilo of diet. A level of 2.5 mg per kilo was insufficient for 
growth and did not give complete protection against 
dermatitis. 

An additional group was included in the series. The group 
(group 9 A) received the same diet as group 9, but with 
casein 4 replacing gelatin in the diet. The object was to obtain 

TABLE 2 

Effect of various levels of riboflavin on turkey poults when added to a basal 
purified, diet consisting of diet T-15 with riboflavin omitted. 

PER CENT OF BIRDS 
SHOWING DERMATITIS AT 

17 25 42 

clays days days 


1 

6 

None 

134 

170 

210 

56 


80 

1 

7 

2.5 mg riboflavin 

199 

254 

457 

25 


0 

1 

8 

3.0 mg riboflavin 

228 

340 

610 

0 


i) 

1 

9 

4.0 mg riboflavin 

226 

338 

640 

0 


0 

1 

9A 

Same diet as group 9 
but with casein 
replacing gelatin 

187 

260 

404 

0 


0 

2 

19 

None 

105 1 

117 2 

150 + 

75 

66 2 


2 

20 

2.5 mg riboflavin 

139 

152 

198 

11 

44 

57 

2 

21 

3.0 mg riboflavin 

120 

150 

210 

11 

33 

Or 

2 

22 

4.0 mg riboflavin 

168 

244 

429 

0 

22 

11 

2 

23 

10.0 mg riboflavin 3 

189 

266 

472 

0 

0 

0 


1 5 survivors t 1 survivor. 

2 3 survivors. 

3 1.2 mg pteroylglutamie acid per kilo of diet. 


some indication as to whether turkeys, like chickens (Alm- 
quist and Mecchi, ’40), require glycine in the diet for rapid 
growth. The results indicated that such was the case. 

A second experiment with riboflavin was carried out with 
a group of turkeys which were hatched in August. The re- 
sults of this experiment are also summarized in table 2 and 
indicate a higher riboflavin requirement than was observed 
in the first experiment with this vitamin. The turkeys in the 

4 Labco. 


SUPPLEMENT PER 
KILO OF DIET 


WEIGHT IN GM AT 
21 days 28 days 42 days 
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second experiment did not grow as rapidly on higher levels 
of riboflavin as did the turkeys in the first experiment and 
dermatitis appeared in groups 21 and 22 which received, re- 
spectively, 3.0 mg and 4.0 mg of riboflavin per kilo of diet. 
The slow growth which was obtained in experiment 2, and 
which was observed even in the case of group 23, may have 
been associated with the commonly observed fact that turkeys 
hatched late in the breeding season tend to grow more slowly 
and to exhibit less vitality than turkeys which are hatched at 
the height of the breeding season. 


TABLE 3 

Effects of various levels of niacinamide on turlcey poults when added to a 
basal purified diet consisting of diet T-15 with niacinamide omitted. 


GROUP 

SUPPLEMENT PER 
KILO OF DIET 

WEIGHT IN GM AT 

21 days 28 days 42 days 

PER CENT INCIDENCE OF 
PEROSIS AT 

18 days 27 days 42 days 

10 

None 

92 1 

all dead 


0 1 

all dead 


11 

20 mg niacinamide 

158 

215 

341 

33 

89 

100 

12 

50 mg niacinamide 

182 

273 

479 

0 

0 

0 

13 

100 mg niacinamide 

174 

263 

487 

0 

0 

0 


1 On 9 . surv 




Niacin 

Without the addition of niacin to the diet, only 1 of 10 birds 
survived to the age of 18 days as indicated in table 3, group 10. 
Perosis (fig. 5) occurred in birds in group 11 which received 
the diet containing 20 mg of added niacinamide per kilo ; this 
confirms the report by Briggs (’46). No abnormalities were 
observed in the birds in groups 12 and 13 which received 50 or 
100 mg of added niacinamide per kilo of diet. Growth was 
more rapid in groups 12 and 13 than in group 11. 


Inositol 

The results with inositol are summarized in table 4. Growth 
was improved by adding 1.0 gm of inositol per kilo but not 
by 0.1 gm. The hemoglobin level was lowered somewhat by 
omitting inositol from the diet. 
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Fig. 4 Dermatitis and rough feathering in turkey in group 6, deficient 
riboflavin. Age 21 days. 


Fig. 5 Perosis in turkey in group 11, receiving a diet containing a suboptimal 
level of niacinamide. Age 42 days. 
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TABLE 4 


Effect of various levels of inositol on turkey poults when added to a basal 
purified diet consisting of diet T-15 with inositol omitted. 


EXP. 

GROUP 

SUPPLEMENT 
PER KILO 

OP diet 

WEIGHT IN GM AT 

21 days 28 days 40 days 

PER GENT HEMOGLOBIN AT 

21 days 33 days 42 days 

1 

14 

None 

139 

194 

290 

8. 28 

9.16 


1 

15 

0.1 gm inositol 

141 

192 

271 




1 

16 

1.0 gm inositol 

166 

234 

416 

9.57 

9.98 


2 

17 

N one 

137 

171 

221 

9.18 

10.32 

10.30 

2 

18 

1.0 gin inositol 

159 

209 

322 

11.30 

10.37 

12.24 


An examination was made of stained blood smears from 
anemic turkeys in group 17 (table 4) at 6 weeks of age. The 
erythrocytes had an appearance which indicated a normocytic 
anemia, and which was characterized by approximately 
normal cell diameter, the cells round rather than oval in 
appearance, the nuclei enlarged and exhibiting irregular color 
density, and the cytoplasm staining a deeper blue than in 
normal cells. The erythrocytes in corresponding smears ob- 
tained from group 18 were normal in appearance (fig. 6). 

The presence of inositol, as phytic acid, in avian erythro- 
cytes was reported by Rapoport (’40). It was later noted 



Fig. 6 A. Normal-appearing erythrocytes (X 1500) from turkey in group IS 
on diet supplemented with lgm of inositol per kilo. B. Erythrocytes (X 1500), 
showing normocytic anemia, obtained from turkey in group 17 , deficient in inositol. 
Note the paleness of the cytoplasm, the anisocytosis and the enlargement of the 
nuclei. Some immature red cells, characterized by darker cytoplasm and especially 
large nuclei, are present. The blood smears were made at 42 days of age. 
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(Eapoport ancl Guest, ’41) that turkey blood contained 74.2 mg 
of phytic acid phosphorus per 100 ml of packed cells. Phytic 
acid was not detected by these investigators in the blood of 
22 mammalian species. 

DISCUSSION 

The observation regarding the paralytic condition associ- 
ated with pteroylglutamic acid deficiency in turkeys (Bichard- 
son et ah, ’45) has been confirmed in the present investigation. 
The present report indicates that the pteroylglutamic acid 
requirement of young turkeys may be at least twice that of 
chicks. Other investigations (Bussell, W. C., ’46, private com- 
munication) indicate that the pteroylglutamic acid require- 
ment of young turkeys under certain conditions may he even 
higher than the levels studied in the present investigation. 

In a previous investigation (Jukes, ’38) it was noted the 
amount of riboflavin required in the diet of turkey poults was 
about the same as that required by chicks. The first experi- 
ment in the present report tends to support this finding. The 
second experiment, which was made with “late-hatched” tur- 
keys, indicated a higher riboflavin requirement. The riboflavin 
requirement of young turkeys was investigated with a diet of 
natural foodstuffs and was estimated as 2.7 mg per kilo of 
diet (Patrick et al., ’44). In a recent investigation, the ribo- 
flavin requirement of young turkeys appeared to be in the 
neighborhood of 3.5 mg per kilo of diet (Bird et al., ’46). 
Dermatitis was noted which was attributed to biotin deficiency 
in the basal diet. Perosis was noted on suboptimal levels 
of riboflavin. These observations may be contrasted with 
another report (McGinnis and Carver, ’46) in which ribo- 
flavin was found to be very effective in preventing* dermatitis 
in young turkeys. 

The niacin requirement appeared to be satisfied by 50 mg 
of niacinamide per kilo of ration but 20 mg was insufficient. 

Inositol deficiency in turkeys has not previously been 
described. The deficiency resulted in growth and a normocytic 
anemia. A level of 1.0 gm of inositol per kilo of diet produced 
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more rapid growth than was produced by 0.1 gm. Levels 
higher than 1.0 gin were not fed. 

The growth of turkeys was reduced by substituting' casein 
for gelatin in diet T-15. This may possibly indicate that 
turkeys, like chicks (Almquist and Mecchi, ’40), require 
glycine for growth. 

SUMMARY 

1. Young turkeys were found to grow and survive on a 
purified diet containing synthetic vitamin B complex factors. 

2. Slow growth, cervical paralysis, a moderate degree of 
anemia, and high mortality were observed when pterovlglu- 
tamic acid was omitted from the diet. The requirement for 
pteroylglutamic acid under the conditions of the experiment 
appeared to be in the neighborhood of 0.8 mg per kilo of diet. 
A characteristic appearance of the erythrocytes in pteroyl- 
glutamic acid deficiency was observed and is illustrated. 

3. Riboflavin deficiency resulted in slow growth and derma- 
titis. A level of 2.5 mg of riboflavin per kilo of diet was not 
sufficient for growth or protection against dermatitis, but 
3.0 mg appeared to be sufficient for the first 6 weeks under the 
conditions encountered in 1 experiment. A higher require- 
ment, apparently somewhat in excess of 4.0 mg of riboflavin 
per kilo of diet, was indicated in a second experiment which 
was made with birds hatched at the end of the breeding 
season. 

4. Omission of niacin from the basal diet resulted in slow 
growth and high mortality. A level of 20 mg of added nia- 
cinamide per kilo of diet enabled the birds to survive but 
growth was slow and the turkeys developed perosis. A level 
of 50 mg of added niacinamide appeared to be suffieent for 
fairly rapid growth and for the prevention of perosis. 

5. Inositol deficiency was found to produce slow growth 
and a normocytic anemia. 

6. Substitution of casein for gelatin in the basal diet re- 
sulted in slow growth. This may indicate that turkeys, like 
chicks, require glycine in the diet. 
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# ONE FIGURE 

(Received for publication September 18, 1946) 

The observations of Bird ( ’44) and Boucher ( ’44) that vita- 
min D s is essentially two times as effective as vitamin D from 
cod liver oil in promoting calcification in poults offered a 
possible explanation for some of the variations which appear 
in the literature regarding the vitamin D requirements of the 
turkey poult. That this difference in efficacy might be associ- 
ated with the mineral content of the diet is suggested by the 
data of Fritz, Hopper and Moore (’45), and more specifically 
with the phytin phosphorus by Matterson, Scott and Singsen 
(’46). According to Singsen and Mitchell (’45) when chicks 
were forced to rely upon phytin as their principle source of 
phosphorus, irradiated animal' sterols were more effective in 
promoting calcification than was cod liver oil. The experiments 
reported here were conducted in an effort to demonstrate that 
with the poult, the relationship between the source of vitamin 
D and the utilization of phytin phosphorus is essentially the 
same regardless of whether calcium magnesium phytate or 
the natural cereal ingredients are used to supply the phytin. 

1 Supported in part by a grant from the Yantie Grain and Products Company, 
Norwich, Connecticut. 

A preliminary report of this work was made at the Annual Meeting of the 
Poultry Science Assn, at Saint Louis, July 23, 1946. The abstract of the paper 
appears in Poul. Sci., 25: 411, 1946. 
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Mussehl and Ackerson ( ’35) have shown that normal growth 
and bone ash may be obtained with turkeys when the levels of 
phosphorus intake vary from 0.63 to 1.47%. Hammond, Mc- 
Clure and Kellogg (’44) have shown that 0.62% phosphorus 
and 1.02% calcium would support excellent calcification in 
poults when 80 A.O.A.C. chick units of vitamin D per 100 gm 
of feed were fed. Unpublished data obtained at the Storrs 
Agricultural Experiment Station confirm these findings, in 
that 0.60% available phosphorus supports normal growth and 
calcification. Evans and Brant (’45) reported that 0.80% 
phosphorus, a calcium : phosphorus ratio of 2 : 1 and 100 
A.O.A.C. chick units of vitamin D per 100 gm of diet supported 
excellent calcification. The vitamin D was supplied by what 
the authors call a “natural vitamin D oil.” The diets used in 
the experiments reported here were planned to contain about 
0.60% total phosphorus, a level which is close to the minimum 
requirement of the turkey poult. 

The vitamin D requirements of the turkey poult have been 
investigated by a number of workers, and values may be found 
in the literature that range from as low as 80 to over 200 
A.O.A.C. chick units per 100 gm of diet. Relatively low levels 
of vitamin D were chosen for use in our experiments in order 
to bring out as clearly as possible any differences in efficacy 
which might exist. 

The objects of experiment 1 were, first, to investigate the 
effect of different levels of cereal phosphorus on bone calci- 
fication in the poult when the total calcium and phosphorus 
intakes and the level of vitamin D are held constant, and sec- 
ond, to measure the effect, if any, of the source of vitamin D 
on the utilization of cereal phosphorus. 

The second experiment was designed to measure the effects 
on bone calcification (bone ash) of increasing unitages of 
vitamin D from cod liver oil and irradiated animal sterols 
(irradiated 7-dehydrocholesterol) with two diets which had 
been shown in experiment 1 to be rachitogenic because too 
large a proportion of the total phosphorus was contributed by 
cereal ingredients. It was our hope to be able to make specific 
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vitamin D recommendations for turkey poults depending upon 
(1) the source of vitamin D being used and (2) the total 
amount of and the sources of phosphorus in the diet. 

MATEBIALS AND METHODS 

The basal diet used in these experiments minus the cereal 
ingredients and the calcium and phosphorus supplements, 
appears in table 1. 

TABLE 1 

Composition of the basal diet. 


BASAL MIXTURE 


VITAMIN SUPPLEMENT 


% 


Per 100 lb. diet 

Casein 

. . . 12.00 

Calcium pantothenate . 

635 mg 

Gelatin 

. . . 3.00 

Pyridoxine 

. . 227 mg 

Primary grown yeast . . . . 

4.00 

Riboflavin 

. . 227 mg 

Bagasse 

4.00 

Inositol 

227 mg 

Liver meal 

. . . 3.00 

Para-aminobenzoie acid 

227 mg 

Wheat germ oil . . 

1.00 

Thiamine 

95 mg 

NaCl 

. .. 0.50 

Nicotinic acid 

95 mg 

KC1 

0.50 

Vitamin K 

18 mg 

MnSO, 

• (70 gm) 

Choline chloride 

45.4 gm 


The diet was made up to 100% with additions of ground 
limestone, bone meal and special white corn meal (a de-germed, 
de-braned product containing only 0.07% phosphorus, of 
which less than 0.01% is phytin), or cereal mixture no. 1 con- 
taining 40 parts of corn, 20 parts of wheat middlings and 10 
parts of wheat bran. Seventy-nine per cent of the total phos- 
phorus contributed by cereal mixture no. 1 was present as 
phytin. When this cereal mixture comprised 67.52% of the total 
diet, it contributed 0.42% total phosphorus to the diet. The 
complete plan of the experiment appears in table 2. 

Vitamin D was supplied from either a pure cod liver oil or 
irradiated 7-dehydrocholesterol (hereafter referred to as D 3 ) 
diluted in corn oil. The vitamin D supplements were assayed 
by the A.O.A.C. chick method in this laboratory and also at 
the Connecticut (New Haven) Agricultural Experiment Sta- 
tion and assigned a potency on the basis of the combined 
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assay data. Adequate vitamin A was furnished by the oral 
administration of a pure vitamin A concentrate in corn oil. 
The poults received the diet ad libitum. After 28 days they 
were weighed and sacrificed for bone ash determinations. The 
dry, fat-free tibia were ashed individually. Total calcium, 
total phosphorus and phytin phosphorus were determined for 
all diets. Day-old Broad Breasted Bronze turkey poults from 
the University of Connecticut flock were used in all ex- 
periments. 

EXPERIMENTAL 

In Experiment 1 two series of lots of poults were fed diets 
containing increasing amounts of cereal phosphorus and de- 
creasing amounts of bone meal. A Ca : P ratio of approxi- 
mately 2.5 : 1 was maintained with ground limestone. All lots 
were fed 80 A.O.A.C. chick units of vitamin D per 100 gm of 
diet, lots 1-6 receiving pure cod liver oil and lots 7-12 vitamin 
D 3 . Thus the diets fed lots 1 and 7, 2 and 8, etc., were the same 
except for the source of vitamin D. It was planned to keep 
the total phosphorus level constant at 0.60% except for lots 6 
and 12. These two lots received cereal mixture no. 2 contain- 
ing more wheat by-products and less corn than mixture no. 1, 
thus increasing the levels of total and cereal phosphorus fed 
these lots by 0.17%. This was intended to demonstrate the 
effect, if any, on hone calcification of increasing the total 
phosphorus level in the diet by means of the cereal ingredi- 
ents. Twenty-one poults were started in each lot. Mortality 
was insignificant, only three poults dying in' the entire experi- 
ment. A summary of the experimental data on rations and 
results appears in table 2. 

It is obvious from the data presented in table 2 that the 
per cent bone ash decreases steadily and rapidly, as the rela- 
tive amount of cereal phosphorus increases. The poults of 
lot 5 were markedly rachitic despite the presence of 80 units 
of vitamin D per 100 gm of diet, and adequate levels of calcium 
and total phosphorus. The downward trend was similar for 
both sources of vitamin D, but the per cent bone ash of the 
poults receiving the vitamin D 3 declined less sharply and 
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never readied as low a point as did those receiving cod liver 
oil. It is interesting to note that increasing the total phos- 
phorus level 0.17% by means of cereal phosphorus had very 
little effect upon bone ash when the diet contained cod liver 
oil (lot 6), but a marked effect when it contained vitamin D, 
(lot 12). In general, poults receiving the D 3 exhibited a bone 
ash value approximately equal to that of poults receiving cod 
liver oil and 0.10% more non-cereal phosphorus. The rela- 
tionship between the level of non-cereal phosphorus and bone 

TABLE 2 


Summary of experimental, data on rations, and results in experiment 1, 


DIET 



LOT NOS. 



. VABT.ABLES 

1 and 7 

2 and 8 

3 and 9 

4 and 10 

5 and 11 

6 and 12 

Basal diet 

28.00 

28.00 

28.00 

28.00 

28.00 

28.00 

White corn meal 

66.74 

50.04 

33.37 

16.68 



Cereal mix I. 


16.90 

33.80 

50.70 

67.52 

67.52 1 

Bone meal 

2.86 

2.15 

1.43 

0.72 



Limestone 

2.40 

2.91 

3.40 

3.90 

4.48 

4.48 

Totals 

100.00 

100.00 

100.00 

100.00 

100.00 

100.00 

Analyses % 

Total Ca 

1.60 

1.60 

1.60 

1.60 

1.60 

■ 1.60 

Total P 

0.67 

0.65 

0.64 

0.63 

0.62 

0.79 

Non-cereal P 

0.67 

0.54 

0.43 

0.31 

0.20 

0.20 

Cereal P 

0.00 

0.11 

0.21 

0.32 

0.42 

0.59 

Results 

C.L.O.(Lots 1-6) 

Body weight 







Av. 28 days 

(gm) 

268 

296 

308, 

303 

291 

273 

Bone ash % 

44.6 

43.3 

40.8 

37.0 

33.2 

34.4 

Vitamin D a 
(Lots 7-12) 

Body weight 

Av. 28 days 

(gm) 

279 

308 

325 

321 

297 

304 

Bone ash % 

45.8 

45.3 

44.0 

40.0 

35.6 

40.4 


1 Lots 6 and 12 received cereal mixture no. 2, containing 15 parts of corn, 35 
parts of wheat middlings and 20 parts of wheat bran. This increased the level of 
total phosphorus to 0.79% and the cereal phosphorus to 0.59% for lots 6 and 12. 
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ash is shown graphically in figure 1. Bone ash has been plotted 
against the logarithm of the per cent non-cereal phosphorus 
in the diet and a straight line fitted to the data by the method 
of least squares. This line may be represented by the formula 
y = 26.30 -f- 22.60X, in which y represents the bone ash ex- 
pected and X the logarithm of the non-cereal phosphorus, 

Dietary Phosphorus 
ORIGINAL DATA 

.42 32 ,2i ,ii ,oo — Cereal p 

.20 .31 .43 .54 .67- NON- CEREAL P 



when cod liver oil is the source of vitamin D and y == 29.90 + 
20.50X when vitamin D 3 is used. The curved lines represent 
the original data plotted against the levels of dietary phos- 
phorus actually fed. 

In the second experiment, the diets containing non-cereal 
and cereal phosphorus levels of 0.31 and 0.32, and 0.20 and 
0.42%, respectively, were used, since these diets were inca- 
pable of supporting normal calcification in experiment 1. 
Eight lots of day-old poults were placed on each diet, lots 1 to 
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4 receiving 60, 120, 240 and 480 units of vitamin D per 100 gm 
of ration, from a pure cod liver oil, and lots 5 to 8 the same 
unitage from vitamin D a . The entire experiment was run in 
duplicate, fresh feed being mixed for each trial. The positions 
of the lots in the battery were selected with the aid of a 
randomized block based on a latin square in order to minimize 
the effect of position in the battery on results. Smaller num- 
bers of poults (6 per lot) were used in this experiment owing 

TABLE 3 


Summary of the data on experimental rations and results in experiment 2. 


LOT 

NO. 

DIETARY PHOSPHORUS 

A.O.A.C. CHICK UNITS 

OE VITAMIN D 

RESULTS 

Body wt. 
at 28 
days 

Bone 

ash 

C.L.O. 

d 3 





gm 

% 

1 


60 


337 

37.1 

2 


120 


325 

37.2 

3 

Total phosphorus 0.63% 

240 


324 

38.9 

4 

Non-cereal P 0.31% 

480 


328 

39.5 

5 

Cereal P 0.32% 


61) 

326 

40.6 

0 



120 

333 

42.0 

7 



240 

328 

41.9 

8 



480 

344 

42.3 

9 


60 


289 , 

32.3 

10 


120 


308 

34.9 

11 

Total phosphorus 0.62% 

. 240 


323 

33.5 

12 

Non-cereal P 0.20% 

480 


288 

35.3 

13 

Cereal P 0.42% 


60 

286 

36..- 

14 



120 

300 

38.8 

15 



240 

314 

39.1 

16 


* 

480 

318 

39.6 


to the fact that it was carried out in duplicate, and also be- 
cause fewer poults were available at this time. A summary 
of the experimental data on rations and results appears in 
table 3. Since the results of the two duplicate series are very 
similar, they are combined for tabular presentation and statis- 
tical analysis. 

The data presented in table 3 indicate that increasing the 
level of vitamin D in the diet will increase the bone ash, but 
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that the magnitude of the response is small. Increasing the 
vitamin D from 60 to 480 units per 100 gm of diet (lots 1 to 4) 
increased bone ash only 2.4% whereas in experiment 1 an in- 
crease of 0.12% of non-cereal phosphorus (compare lots 3 and 
4) increased bone ash 3.8%. The situation was similar for 
both sources of vitamin D, although the poults receiving vita- 
min D s always showed better calcification than those receiving 
cod liver oil. The difference in bone ash obtained with the two 
sources of vitamin D was dependent, to some extent at least, 
on the source of the phosphorus in the diet. This can be dem- 
onstrated by studying the relationship between the level of 
vitamin D fed and the per cent bone ash found in the tibia. 
A line of best fit was calculated by the method of least squares, 
for the cod liver oil data obtained with each diet, and the 
number of units of vitamin I) from cod liver oil that would be 
necessary to produce a bone ash equivalent to that obtained 
at a given level of vitamin D 3 was then computed. The data for 
lots 1 to 4 may be represented by the formula y = 36.72 + 
.006X in which y is the per cent bone ash obtained and X the 
number of A.O.A.C. chick units of vitamin D fed. For lots 9 
to 12 the formula is y == 32.86 + .005X. By substituting in 
place of y the bone ash value obtained at any given level of 
vitamin D 3 one may easily calculate X, the number of units 
of vitamin D from cod liver oil that would be required to pro- 
duce that per cent of bone ash. Dividing the number of units 
of vitamin D required from cod liver oil by the number of 
units of vitamin D 3 actually fed, gives the efficacy ratio. A 
summary of the efficacy ratios computed in this manner for 
the two diets and the several levels of vitamin D used in ex- 
periment 2 appears in table 4. It is apparent that the efficacy 
ratios are wider in every ease on the diet containing, the larger 
proportion of cereal phosphorus. In other words as the rela- 
tive amount of cereal phosphorus (largely phytin) increased, 
the relative efficiency of the vitamin D s compared with the 
vitamin D of cod liver oil also increased. The rapid decrease 
in the size of the efficacy ratio with increasing amounts of 
vitamin D is due to the fact, previously noted, that bone ash 
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responses were small for relatively large increments of vita- 
min D. Unless adequate levels of available minerals are 
present in the diet of the poult, the ability of vitamin D to 
promote calcification is definitely limited. One may calculate 
that in experiment 2, 60 units of vitamin D from cod liver oil 
produced 93.9% of the bone ash obtainable with 480 units and 
that 60 units of vitamin D g produced 95.8% of the bone ash 
obtainable with 480 units of vitamin D 3 . These results certainly 
demonstrate that the magnitude of the improvement in bone 


TABLE 4 

Efficacy ratios of vitamin D from C.L.O . to vitamin P ; , on two diets varying in their 
source of phosphorus. Experiment 2. 


A.O.A.C. 

UNITAGE 

OF D S 

DIETARY PHOSPHORUS 

DIETARY PHOSPHORUS 

Non-cereal P 0.31% 

Cereal P 0.32% 

Non-cereal P 0.20% 
Cereal P 0.42% 

60 

10.83:1 

13.40 : 1 

120 

7.38 : 1 

9.67 : 1 

240 

3.57 : 1 

5.13 : 1 

480 

1.93 : 1 

2.77 : 1 


y = 36.72 + .0CJ6X 

y = 32.86 + .005X 


y = per cent bone asli ; X == A.O.A.C. units of vit. D from C.L.O. 


ash that may be expected when the level of vitamin D fed is 
increased above the minimum requirement, is quite small. Two 
other facts are brought out by experiment 2. First, on both 
diets 60 units of vitamin D s supported better calcification than 
did 480 units of vitamin D from cod liver oil, and second, 60 
units of vitamin D from either source produced as good calci- 
fication in experiment 2 as 80 units of vitamin D from the same 
sources in experiment 1. 

DISCUSSION 

That the vitamin D requirements of turkeys, or of all birds 
and animals for that matter, are intimately associated with 
the levels of and the ratio between calcium and phosphorus is 
a generally accepted fact. It is not so well known, however, 
that the turkey can make little use, for bone calcification, of 
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much of the phosphorus contained in the cereals and cereal 
by-products, and that this may influence the vitamin D “re- 
quirement” just as much as the total level of this mineral. 
Certainly the results obtained with lots 1 and 7 in experiment 
1 suggest that 80 units of vitamin D per 100 gm of ration is 
entirely adequate for the turkey. Yet lots 4, 5 and 11 contained 
several markedly rachitic birds despite the fact that the total 
mineral and vitamin D intake was essentially the same as 
that of lots 1 and 7. Increasing the vitamin D to 480 units per 
100 gm of feed (expt. 2) eliminated external symptoms of 
rickets but increased bone ash an average of only 2.45% where- 
as an increase of 0.11% of non-cereal P (expt. 1, lots 4 and 5, 
and 10 and 11) increased bone ash 4.10%. The primary prob- 
lem of bone calcification in the poult appears therefore, to be 
one of mineral source and level with the logical and most ef- 
fective solution coming through this channel rather than 
through manipulation of the vitamin D level. 

It has been pointed out by Matterson, Scott and Singsen 
( ’40) and confirmed by the experiments reported here, that 
many of the discrepancies which appear in the literature as 
to the vitamin D requirement of turkey poults can be explained 
in part at least, on the basis of the availability of the phos- 
phorus used in the ration. This relationship is shown clearly 
by plotting the per cent bone ash against the logarithm of 
the non-cereal phosphorus -in the ration (fig. 1). When the 
ration contains 0.20 to 0.67% of non-cereal phosphorus, the 
increase in bone ash is a straight-line function of the logarithm 
of the non-cereal phosphorus in the diet. If we assume that 
an average bone ash level of 40%, although far from repre- 
senting maximum storage of minerals in the bone, represents 
a minimum practical level of calcification which will prevent 
rickets, then one may easily calculate from figure 1 that the 
diet must contain not less than 0.306 and 0.385% non-cereal 
phosphorus with 80 units of vitamin D per 100 gm of feed 
from D 3 and cod liver oil, respectively. This assumes, of 
course, a total phosphorus level of approximately 0.65%. In 
terms of non-cereal phosphorus the difference between the two 
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sources of vitamin D is approximately 26% at this level of 
mineral intake. The percentage difference between the two 
sources of vitamin D decreases as the level of total non-cereal 
phosphorus in the diet increases. Although relatively large 
increases in cereal phosphorus (expt. 1, lots 6 and 12) will 
promote fair calcification when the diet contains vitamin D„, 
this is not true when cod liver oil is used as the source of vita- 
min D. It is of interest to consider for a moment just what 
this observation implies. If approximately 75% of the addi- 
tional 0.17% cereal phosphorus fed lots 6 and 12 (expt. 1) is 
phytin, then these lots received about 0.04% additional non- 
phytin phosphorus of cereal origin. "While it is conceivable 
that this amount of available phosphorus could account for 
the slight increase in bone ash noted between lots 5 and 6, 
(1.2% ) it could scarcely account for the increase noted between 
lots 11 and 12 (4.8%). This certainly suggests that the action 
of the vitamin D 3 involved the phytin as well as the non-phytin 
phosphorus whereas that of cod liver oil probably involved 
only the non-phytin phosphorus. The results obtained with 
cod liver oil in these experiments indicate that although small 
amounts of the phosphorus contributed to the diet by the cereal 
ingredients may he utilized for calcification, most of it cannot 
be used for this purpose. This finding is in agreement with 
the work of Matterson, Scott and Singsen (’46) who used 
commercial calcium-magnesium phytate, isolated from corn, 
as the source of dietary phosphorus. Furthermore, the trend 
of the difference existing between the two sources of vitamin 
D was similar in both series of experiments. It seems entirely 
reasonable to conclude, therefore, that the poor utilization of 
phosphorus by the poult is attributable to the inability of this 
species to use phytin phosphorus for bone calcification, and 
that the greater efficacy of vitamin D 3 as compared to cod liver 
oil is due in part at least to its effect upon the utilization of 
phytin phosphorus. 

Variations in growth in both experiments are relatively 
small and are not related to variations in the source of phos- 
phorus in the diet. Since it is well known that 0.20% total 
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phosphorus will neither support life nor growth with turkey 
poults, it is obvious that the cereal phosphorus, largely in the 
form of phytin, is being used by the body to carry on the 
metabolic processes necessary for growth. These findings are 
in agreement with those of Singsen (’45) for the chick. If 
decreases in growth do occur in the field, they are probably 
the result of low feed intake due to rickets and the resultant 
disinclination to move rather than to metabolic inability to 
grow. The fact that the birds continue to grow simply ag- 
gravates the rachitic condition. 

CONCLUSIONS 

On the basis of the data presented here, the following con- 
clusions seem justified. 

1. Approximately 0.65% of non-cereal phosphorus in the 
diet will satisfactorily support growth and bone calcification 
in the poult. 

2. Under practical conditions 0.40% non-cereal phosphorus 
will support adequate calcification and maximum growth with 
either source of vitamin D, provided the diet contains not 
less than 0.65% total phosphorus. 

3. The vitamin D requirement of the poult, in the presence 
of adequate available phosphorus and a Ca : P ratio of ap- 
proximately 2.5 : 1 is not more than 80 and may be less than 
60 A.O.A.C. chick units per 100 gm of diet. 

4. When the levels of calcium, vitamin D and total phos- 
phorus are held constant, fhe per cent bone ash decreases with 
increasing amounts of cereal phosphorus. 

5. The phosphorus of a mixture of corn, wheat middlings 
and wheat bran is relatively unavailable to the poult for bone 
calcification. 

6. The per cent bone ash obtained is a straight line function 
of the logarithm of the non-cereal phosphorus when the diet 
contains from 0.20 to 0.67% non-cereal phosphorus, approxi- 
mately 0.67% total phosphorus, and 80 units of vitamin D per 
100 gm of diet. 
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7. Vitamin D 3 is more effective than the vitamin D from cod 
liver oil in promoting calcification in poults receiving a diet 
relatively high in cereal phosphorus and low in non-cereal 
phosphorus. The difference in efficacy between the two sources 
of vitamin D decreased as the level of non-cereal phosphorus 
in the diet increased. 

8. The efficacy ratio between vitamin D : . and the vitamin D 
of cod liver oil is conditioned by the level and source of phos- 
phorus in the diet as well as the level of vitamin D fed. 

9. Increasing the level of vitamin D eight-fold (60 to 480 
units) is less effective in improving bone calcification than a 
0.11% increase of the non-cereal phosphorus. 

10. Cereal phosphorus will support growth which is maxi- 
mum for the diet and the strain of poults used. 
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Attempts to produce a deficiency state in mice by means of 
diets deficient in zinc have been made by Bertrand and Benzon 
(’22), McHargue (’26), Hubbell and Mendel (’27) and Ber- 
trand and Bhattacherjee (’35). These experiments were un- 
successful either because the diets were not low enough in 
zinc or they were incomplete in other respects. 

Several investigations based on the use of rats have been 
successful in the production of an unquestionable zinc-defi- 
ciency state, as summarized in a recent review (Hegsted, 
McKibbin and Drinker, ’45). If the diet is extremely deficient 
in zinc growth is markedly impaired (Hove, Elvehjem and 
Hart, ’38) ; certain specific pathological changes occur (Follis, 
Day and McCollum, ’41) and one enzyme system, the phos- 
phatases, is affected (Hegsted et al., ’45). 

Although it appears probable that no primary differences 
occur between rats and mice in respect to the nutritional role 
of zinc, it is desirable to have direct experimental evidence 

1 Supported, in part, by Grant no. 605 of the Committee of Scientific Research, 
American Medical Association. 

Some of the data in this paper were reported in abstract form in Federation 
Proceedings, 1942, vol. 1, p. 188. 

Taken, in part, from a thesis submitted to the Faculty of the Graduate School 
by Blanche E. Skidmore in partial fulfillment of the requirements for the 
Master of Arts degree. 
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concerning both species. In addition, mice require relatively 
little food and space. 

A logical procedure in attempting to elucidate the nutri- 
tional role of zinc is to systematically test the activity of 
different enzyme systems and hormonal functions in zinc- 
deficient animals. Schultze and Kuiken ( ’41) found that cata- 
lase, which is an iron porphyrin complex, is much decreased in 
activity by feeding a copper-deficient diet. In addition, Coulter 
and Stone (’38) and Kapp (’39) have each reported the 
isolation of a zinc porphyrin compound from biological ma- 
terial. Therefore, in addition to certain other observations, 
it was of interest to determine whether a deficiency of zinc 
would affect the catalase activity of selected tissues. 

METHODS 

Diet 

The preparation and composition of the zinc-deficient, 
diet was the same as described by Day and McCollum (’40) 
in studies with rats except that the level of the purified casein 
hydrolysate was 18% and no egg white was used. Owing 
to the difficulties of determining zinc quantitatively when the 
concentration is exceedingly low it can only be estimated that 
the diet contained not more than 0.3 parts per million of zinc, 
as determined by the Caughey, Holland and Bitchie (’38) 
method. 

The nutritional adequacy of the diet, when supplemented 
with zinc, was proved by its ability to promote good growth 
and well being over long periods of time. 

Care of the animals 

Mice of the CHI strain 2 were used throughout. Individual 
litters, with their mothers, were removed from the stock 
breeder cages when they were 16-18 days old and placed in 
zinc-free cages containing acid-washed filter paper. The zinc- 

2 The breeding stock was obtained from Dr. L. C. Strong of the Yale University 
School of Medicine. 
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low diet was furnished. After 7 to 10 days the mother was re- 
turned to the stock colony and the litter was divided as equally 
as possible with regard to weight and sex. 

The cages consisted of 10-liter glazed stone jars each con- 
taining a 3-mesh monel metal floor raised 1 inch above the 
bottom of the jar. Small pyrex glass food cups and drinking- 
tubes were used. The water was distilled in pyrex glass. 
The cages were washed frequently and rinsed with hot zinc- 
free water. Contamination of the animals by dust and other 
possible extraneous sources of zinc was avoided as much as 
possible by keeping them in a room reserved for that purpose. 

Zinc, as zinc sulfate, was given to the control animals each 
day by pipetting- 0.2 ml of an aqueous solution onto the food. 
This furnished 40 ug of zinc per mouse. 

Determination of catalase activity 

Zinc-deficient mice and their controls were lightly anaesthet- 
ized by ether and decapitated. Two 0.1 ml aliquots of the shed 
blood were each pipetted immediately into 10.0 ml of re- 
distilled water. These stock dilutions were further diluted 
immediately before making the catalase determinations. 

The liver and kidneys were removed immediately, rinsed, 
blotted with ash-free paper, weighed, and ground to a thin 
paste in a zinc-free mortar. Then each tissue was diluted 
so that 1 ml contained 10 mg of tissue. After being refrig- 
erated for about 10 hours the samples were centrifuged and 
the supernatant liquids were used for catalase determinations. 
The kidney supernatant was used without further dilution 
but the liver was diluted again, 4 ml of liver supernatant to 
6 ml of water. 

Catalase determinations were made in accordance with the 
method of Schultze and Kuiken ( ’41 ) except that the reaction 
interval was 6 minutes instead of 2. The catalase activity of 
liver and kidney was expressed in terms of the nitrogen 
content of the samples analyzed, instead of the dry weight. 
Greenstein et al. (’42) and some others have followed this 
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practice. Therefore, all the diluted liver and kidney samples 
were analyzed for total nitrogen, using a conventional micro- 
Kjeldakl method. 

BESULTS 


Growth and survival 

About 170 mice were used in experiments which resulted 
in significant growth data. Impairment of growth in young 
mice on the zinc-deficient diet became manifest within 2 weeks. 
After 5 to 7 weeks surviving animals had practically ceased 
to grow. This was usually followed by loss of weight and 
eventual death. Figure 1 illustrates the effects on growth. 



Zn + 


Zn- 


Pig. 1 Effect of dietary zinc deficiency upon the growth of young male mice. 
The growth of females is qualitatively the same. 

Approximately 18% of the animals on the zinc-deficient 
diet failed to survive more than 8 weeks. This figure is based 
on the records from 125 mice. The survival of controls (45 
animals) was 100%. Most of the fatalities occurred between 
the third and fifth weeks. 

Within the first 2 to 3 weeks the zinc-deficient mice showed 
signs of progressive emaciation; the coat became greasy and 
unkempt ; and loss of hair from the top of the head, neck and 
shoulders occurred in approximately 50%. Whether the 
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alopecia was directly related to the zinc deficiency is regarded 
as questionable. It may be significant that the affected parts 
were only those that can not be licked by the animals. The 
general appearance of the mice is illustrated in figure 2. 
Supplementation of the diet with inositol (0.5 mg per mouse 
per day) did not affect the alopecia. 

Analyses of the bones (femurs and tibia-fibulas) by standard 
methods (Day and Follis, ’41) showed that the percentage 



Fig. 2 The two male mice are littermates. They were on the zinc-deficient diet 
28 days, but the lower one received 40 fig of zinc per day added to the food as 
zinc sulfa, te. 
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of bone ash was not changed by zinc deficiency although the 
total weight of ash was markedly reduced, as shown in table 1. 

Also, the growth of the liver and kidneys was correspond- 
ingly decreased by the deficiency (table 1). All the evidence 
indicated that the lack of zinc had a generalized effect on 
growth and that the element probably is essential in many, if 
not all, structures of the body. 


TABLE X 

Effect of zinc deficiency on the mineralization of hone and the growth of liver 

and Kidneys . 


NO. MICE 

AND SEX 

DAYS ON 
DIET 

LIVER 

KIDNEY 

Ash 

BONE 1 

% Ash 



gm 

gm 

mg 




Zinc-deficient 



10 M 

30 

0.69 

0.16 

37.8 

50.2 ± 2.3 2 

6 F 

31 

0.74 

0.17 

38.5 

52.2 ± 4.1 



Zinc-added 



9 M 

30 

1.27 

0.26 

47.5 

48.9 ± 2.7 

5 F 

31 

1.30 

0.22 

45.3 

48.9 ± 4.8 


1 Femurs, tibias and fibulas combined. 

2 Average deviation of a single determination from the arithmetical mean. 


Effects of cadmium 

Owing to the close chemical similarities between zinc and 
cadmium tests were made to determine the effects of the latter 
on the growth of zinc-deficient mice. The dosage of cadmium, 
as cadmium sulfate, was 4 gg per mouse per day. The element 
was without ability to substitute for zinc, as indicated by the 
growth data from 21 animals. 

Cat alas p 

_ TaWe 2 summarizes the results of the catalase determina- 
tions. The catalase activity of liver and kidney was markedly 
decreased in both males and females on the zinc-deficient 
diet, as shown by comparison with controls given the same diet 
with zinc added and by comparison with others on a stock 
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diet. This difference was substantially the same whether 
expressed in terms of tissue nitrogen, dry weight or wet 
weight. The blood catalase activity was not changed. 

In a number of cases the effect of added zinc, as zinc sulfate, 
was determined. The results, given in figure 3, represent the 


TABLE 2 

Effects of sine deficiency on the catalase activity of mouse liver, "kidneys and Mood . 


diet 

NO. MICE 
AND SEX 

DAYS ON 
DIET 

•WT. GAIN 
WHILE ON 
DIET 

DIVER KIDNEYS BLOOD 

ml 0,02 HoO« decomposed per 






mg ,N 

■ mg N 

ml blood 





gm 




Zn — 

14 

M 

27 

1.7 

95 

129 

3037 

Zn-f 

15 

M 

27 

9.8 

187 

174 

3133 

Stock 

4 

M 



170 

178 

3247 

Zn — 

10 

F 

26 

1.8 

' 77 

74 

2916 

Zn 4“ 

4 

F 

26 

10.5 

149 

90 

2790 

Stock 

3 

F 



140 

120 

3178 


“U 

in 

o 

a. 

E 

o 

u 

a) 

Q 

cS 1 

12 - 

10 - 

8 - 

— 



Zn + 



zn 

2 

cv 

6 - 

i 




^•Zn- 



o 

O* 

A - 

V- 






r 








c 


L , j — 

0.05 0.1 

i i 

0.15 0.2 

i 1 . i 

0.25 0.3 

0.35 0.4 



m M Zinc (as Zn SO^ 

Fig. 3 The effect of zinc, added as zinc sulfate, on the catalase activity of 
liver from zinc-deficient mice and from controls receiving zinc in the diet. 

general findings when liver is used. There was no appreciable 
change in the liver catalase activity either in zinc-deficient 
or control mice when zinc sulfate was added in amounts rang- 
ing from 0 to 0.37 mm of zinc. Considerably larger concen- 
trations of zinc caused a slight decrease in the activity. 
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The large sexual difference with respect to the catalase ac- 
tivity of liver and kidney, shown in table 2, confirms the results 
reported by Schultze and Kuiken ( ’41). The values were high- 
est in the males. 

Liver esterase 

No changes were found in the activity of liver esterase, as 
determined by the method of Harrer and King* (’41). The 
average value for liver from zinc-deficient mice was 0.81, ex- 
pressed as ml of 0.01 N alkali per mg of dry tissue, per 10 
minutes. The average for control animals was 0.77. The 
activity of this enzyme decreases in ascorbic acid deficiency 
(Harrar and King, ’41) and in some other deficiency states. 

Riboflavin 3 

Owing to corneal changes which appeared to simulate those 
seen in riboflavin deficiency (Follis et al., ’41) it was believed 
that a deficiency of zinc might affect the metabolism of ribo- 
flavin and that changes in the concentration of this vitamin 
in the tissues might occur. However, the riboflavin content of 
liver and kidney of zinc-deficient mice, as determined by 
microbiological assay (Snell and Strong, ’39) was the same 
as in the controls. 

Teeth 4 

Histological examinations were made of the teeth from 
zinc-deficient mice and their controls. 5 Over 20 animals were 
examined. Four of the mice had been on the zinc-deficient diet 
89 days. Although weanling mice invariably failed to sur- 
vive that long on the diet these 4 were exceptions. They were 
37 days old before being restricted to the zinc-deficient diet. 

’The riboflavin determinations were made ’by Dr. Kenneth P. Broshears and 
Dr. L. S. MeClung to whom we are indebted.? 

4 The authors deeply appreciate the help Dr, Schour rendered in making this 
part of the investigation possible. 

c This was done by Dr. Isaac Schour of the University of Illinois College of 
Dentistry. The animals were killed at Bloomington and preserved in formalin 
before being sent to Dr. Schour. 
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No changes in enamel or dentin were found in either the 
incisors or molars. The average length of time on the experi- 
mental diets was approximately 47 days. All mice deprived of 
zinc were extremely deficient as indicated by their appearance, 
poor growth, and the catalase activity of their livers and 
kidneys. 

DISCUSSION 

The observations recorded here, in addition to those else- 
where concerning the effects of zinc deficiency upon the rat 
(Hegsted et al., ’45) demonstrate the essentiality of zinc 
for higher animals. The results show liver and kidney catalase 
must now he added to the very small list of enzyme systems 
known to be affected by this deficiency. However, the investi- 
gations to date have not revealed any biochemical lesions or 
pathological effects of such magnitude that they would seem 
to be fully accountable for the baneful effects of extreme zinc 
deficiency. 

Debilitating conditions in general do not all affect the 
catalase activity of tissues. Our unpublished results with rats 
made extremely deficient in folic acid by the addition of 
succinylsulfathiazole to a purified diet has shown that the 
catalase activity of liver, kidney and blood is not decreased. 
Lepkovskv and Parsons ( ’43) found no decrease in the activity 
of this enzyme in pyricloxine-deficient rats. Also, starvation 
up to 3 days does not affect liver catalase activity (Green- 
stein et ah, ’42). 

Some instances of marked differences between tissues with 
respect to the degree of change in catalase activity may be 
found in the literature. Schultze and Kuiken (’41) reported 
that the catalase of blood, as well as that of liver and kidney, 
underwent a marked decrease in activity when the animals 
were deficient in either copper or iron. However, the activity 
of catalase in the ventricles was increased in copper de- 
ficiency. Greenstein et al. (’42) observed no decrease in blood 
catalase activity of tumor-bearing mice and rats even though 
the activity of the enzyme in the liver and kidneys was greatly 
decreased. 
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Tie function of zinc in affecting catalase must be regarded 
as indirect because the addition of zinc salts to tissue prepa- 
rations from zinc-deficient mice does not increase the catalase 
activity. Further evidence in this direction is the fact that none 
of the crystalline catalase enzymes investigated have been 
found to contain zinc. 

No evidence is available to explain the decrease in catalase 
activity. It might be due to a general decrease in the rate of 
production ; but if this were true the activity of blood catalase 
should also decline. Another consideration is that the catalase 
in liver and kidney is not the same as that in blood. Some 
support of this hypothesis is afforded by Sumner, Dounce 
and Frampton’s (’40) discussion of the possible occurrence 
of several catalases differing in activity which, it is suggested, 
might “result from enzyme action in the liver (or kidneys) of 
an animal before or after death.” On this basis it is possible 
that the catalase in the liver and kidneys of the zinc-deficient 
mice consisted of less active enzyme components than the cata- 
lase in corresponding tissues of the control animals. If suffi- 
cient quantities of tissue material from zinc-deficient animals 
could be secured it would be interesting to test this hypothesis 
by attempting to concentrate the enzyme (s) and compare the 
“Kat.f.” of such catalase with that from control animals. 

SUMMARY 

Weanling mice on an extremely zinc-deficient diet were 
greatly retarded in the rate of growth. A considerable per- 
centage failed to survive more than 8 weeks. The animals 
became emaciated, lost hair from the shoulders and back of 
the neck, but no truly distinctive gross symptoms were noted. 
This is regarded as evidence that in nutrition zinc has diverse 
functions. 

The catalase activity of the liver and kidneys was markedly 
reduced. Blood catalase was not affected. The addition of 
zinc salts to the tissue preparations did not appreciably affect 
the catalase activity. 
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No changes occurred in liver esterase and in the concentra- 
tion of riboflavin in liver and kidneys. 

Histological investigations of the teeth failed to reveal 
any evidence of change attributable to the lack of zinc. 
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Early in 1941 the Office of Experiment Stations in 'Wash- 
ington, D. C., invited the State Agricultural Experiment Sta- 
tions to cooperate in a nation-wide study relative to the 
carotene and the vitamin A content- of butters produced 
throughout the country. To date, reports have been published 
by the following collaborating laboratories: Wisconsin (Berl 
and Peterson, ’43) ; Minnesota (Jenness and Palmer, ’45) ; 
U. S. Dept. Agric., ’45 ; and Kansas (Parrish, Martin, Atkeson 
and Hughes, ’46). 

The study described in the present paper was a part of the 
national cooperative project and was designed to yield in- 
formation regarding seasonal fluctuations in carotene and in 
vitamin A in typical market butters as purchased on the 
Pennsylvania retail market. 

EXPERIMENTAL 

Collection of samples 

The butters used in this study consisted of 5 nationally- 
advertized brands and 1 brand produced by a local 

1 Authorized for publication on August 22, 1946, as paper No. 1338 in the 
Journal Series of the Pennsylvania Agricultural Experiment Station. 
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creamery. The nationally-advertized butters were purchased 
on the retail market while the product of the local creamery 
was purchased directly from the creamery. In general,, the 
samples were purchased semi-monthly. Whenever possible, 

1 sample of each product was purchased in the first half and 
the second sample in the last half' of each month. Because of 
the limited available supply of butter during certain portions 
of the period of investigation, it was not always possible to 
obtain 2 samples of each brand of butter in a given month. 
To make the study more complete, samples of the respective 
butters which were not available during the current year were 
purchased during the corresponding weeks and months of the 
following year. The investigation, therefore, extended for 

2 years, from October 1943 to October 1945. 

All samples of butter were scored for quality by repre- 
sentatives of the Division of Dairy Manufacturing previous 
to being assayed. The butters, on being received at the labora- 
tory, were allowed to stand at room temperature until suf- 
ficiently warm to permit thorough mixing. The mixing was 
conducted in a porcelain evaporating dish by means of a 
porcelain spatula. The butter samples were then placed in 
airtight glass jars and stored in a refrigerator at 5°C. until 
they could be assayed. 

Methods of analysis 

All samples were analyzed for vitamin A and for carotene 
by the procedures' described by Koehn and Sherman ( ’40) 
after certain modifications as recommended by the Technical 
Committee appointed for the National Project by the Agri- 
cultural Research Administration. These methods have been 
outlined in considerable detail by Jenness and Palmer (’45). 
Since the sources of some of the butter samples were un- 
known, 92% methanol was used throughout the investigation 
to extract the noncarotene pigments. Light trans mis sion 
measurements were made by means of an Evelyn photoelectric 
colorimeter, using a 620 mja filter for vitamin A measurements 
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and a 440 mp filter for establishing the vitamin A correction 
factor and for beta carotene measurements. Concentrations 
of vitamin A and carotene were determined by use of 
standard reference curves prepared with crystalline vitamin 
A alcohol and with crystalline beta carotene. 

DATA 

The results of this investigation are presented in condensed 
form in figures 1-3, inclusive. 

DISCUSSION 

Methods of analysis 

While carotene and vitamin A were determined by the assay 
procedures indicated above, certain tests were made during 
the course of the investigation for the purpose of ascertaining 
the possible effects of certain variations in laboratory pro- 
cedures, reagents, etc., on the results of the assay. The results 
of some of these observations appear to merit mention. 

Reports have appeared in the literature relative to the 
merits of 92% methanol or of 94% diacetone alcohol in the 
phasic separation and the use of a chromatographic procedure 
for separating the noncarotene pigments from beta carotene 
when the carotene is dissolved in petroleum ether or in 
Skellysolve (Berl and Peterson, ’43 ; Hauge, Westfall, Wilbur 
and Hilton, ’44; and Zseheile, Nash, Henry and Green, ’44). 
Investigations carried out along this line, using a limited 
number of samples of butter, revealed that when the solutions 
were extracted with 94% diacetone alcohol approximately 
11% less pigment remained than when the extraction was 
made with 92% methanol (for example, 4.71 |ig of carotene 
per gm as against 5.31 [ig per gm). Furthermore, in the 
chromatographic procedure, where dicalcium phosphate was 
used as the adsorbing agent, 10% less pigment remained than 
when the extraction was made with 92% methanol (for ex- 
ample, 5.56 pg per gm against 6.17 pg per gm). While it cannot 
be said that these findings will apply to all types of butters, 
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these results are in general agreement with those reported 
by the above investigators. 

’ Some observations were made regarding the effect of using- 
antimony trichloride reagent of variable degrees of fresh- 
ness. In the studies herein reported the reagent was always 
stored in a brown, glass-stoppered bottle in a dark compart- 
ment of the laboratory desk. After several months of storage, 
it was found that the reagent yielded results comparable with 
those obtained with the freshly-prepared reagent. This is 
contrary to the findings of Edisbury ( ’40) but agrees with the 
findings of Dann and Evelyn ( ’38) and those of Benham ( ’44) . 
In fact, it was observed that when the residual solution and 
undissolved crystals from several bottles of the reagent were 
combined in 1 bottle over a period of months, the combined 
reagents yielded vitamin values which agreed with those ob- 
tained when the freshly-prepared reagent was employed. 
However, as pointed out by Dann and Evelyn ( ’38), when the 
older reagent was used the blue color was observed to fade 
more rapidly. 

Peroxides, frequently present in diethyl ether, were found 
to have a marked deleterious effect on vitamin A but appeared 
to have no significant effect on carotene. This is illustrated by 
the data presented in table 1. 


TABLE 1 

Effect of using diethyl ether containing traces of peroxides in the analysis 
of butters for vitamin A and carotene. 


CONCENTRATION (fiG PER GM) 

SAMPLE. 

Vitamin A 

Beta carotene 

NUMBER 

Peroxide- 

containing 

ether 

Peroxide- 

free 

ether 

Peroxide- 

containing 

ether 

Peroxide- 

free 

ether 

126 

6.22 

9.82 

5.12 

5.12 

127 

4.16 

7.50 

6.17 

6.17 

128 

4.62 

7.44 

6 23 

6.44 

129 

6.34 

9.40 

6 87 

6.70 

180 

7.32 

9.48 

6.17 

5.97 

131 

6.22 

8.94 

7.92 

7.85 

133 

5.38 

9.74 

4.74 

4.89 
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Investigations carried out for the purpose of determining 
the per cent recovery of vitamin A alcohol and beta carotene, 
when added to butter, gave somewhat varying results, but in 
general indicated that the losses were negligible. While small 
losses of added vitamin A have been reported by other in- 
vestigators (Zsclieile, Henry, White, Nash, Shrewsbury and 



CONCENTRATION IN MICROGRAMS PER MILLILITER 


Fig. 1 Concentration curves used in evaluating the carotene and the vitamin A 
content of butters. The concentration of beta carotene was measured while using 
a 440 mu filter and that of vitamin A-antimony trichloride reaction product with 
a 620 m/M filter. 

Hauge, ’44; and Jenness and Palmer, ’45),. the results re- 
ported in this publication have not been corrected for loss of 
vitamin during analysis inasmuch as no appreciable loss was 
detected. 

The standard curves used in evaluating the vitamin values 
reported at this time are given in figure 1. The K values for 
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those curves when calculated betw T een 30 and 80% trans- 
mission were 14.86 for vitamin A alcohol-antimony trichloride 
reaction product, 2.77 for beta carotene in Skellysolve B, and 
3.15 for beta carotene in chloroform, where K equals concen- 
tration in micrograms per milliliter divided by 2-log G 
(Galvanometer reading). Slightly different standard curves 
were used in evaluating the potencies of butters reported in 
a previous publication (U. S. Dept. Agric. Misc. Pub. No. 
571, ’45). 

Before evaluating accurately the probable nutritional value 
of butter from its reported vitamin A and carotene content, 
one must recognize the following sources of error: (a) lack 
of complete separation of beta carotene from contaminating 
pigments, #(b) lack of a satisfactory vitamin A standard in 
terms of which biological values may be expressed, and (c) 
lack of definite conversion factors which may be used to con- 
vert physical measurement data into biological units. Some of 
the difficulties encountered in attempts to separate beta caro- 
tene quantitatively from contaminating pigments by phasic 
separation and by chromatographic procedures have been in- 
dicated above. In addition to existing limitations, neither of 
these procedures is expected to separate quantitatively beta 
carotene from alpha carotene, cryptoxanthin and other caro- 
tenoids having lower biological values. Gridgeman ( ’44) has 
reviewed much of the published literature relative to the 
variability of the proposed vitamin A and carotene standards 
as well as that relating to some of the suggested conversion 
factors. The authors have determined the extinction co- 
efficients of numerous samples of what was supposed to be 
pure crystalline vitamin A alcohol and pure crystalline beta 
Carotene as purchased from supply houses. The results of 
these measurements showed E Hy at 328 mpi ranging from 
1320 to 1990 for vitamin A alcohol and E jf^at 450 mp from 
2000 to 2590 for beta carotene. The differences in the extinc- 
tion coefficients of the contents of vials having the same con- 
trol number was invariably less than the differences between 
vials having different control numbers. 
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The vitamin A values herein reported have been corrected 
for the presence of carotene in the test solution by applying 
the correction factor 0.007 as directed by the Technical Com- 
mittee on Methods for this general project. However, when 
solutions of beta carotene in chloroform, ranging in concen- 
tration from 10 to 22 |ig per ml, were prepared and the effect 
of the antimony trichloride reagent tested as suggested, the 
results indicated a correction factor of 0.004. Berl and Peter- 
son (’43) had previously reported the correction factor to be 
0.007, while Parrish, Martin, Atkeson and Hughes ( ’46) have 
more recently reported this factor to be 0.005. However, any 
correction factor determined as indicated above does not take 
into consideration any SbCL r reaetion product that may be 
formed by some of the pigments other than beta carotene 
known to be present in butter. Furthermore, the presence of 
different amounts of these pigments in butter would be ex- 
pected to lead to correction factors different from those indi- 
cated above. The authors are of the opinion that errors in 
assay values arising from these sources are also worthy of 
consideration. 

Results of butter analysis 

The seasonal variations in the vitamin A and carotene con- 
tent of butters purchased on the local retail market, as demon- 
strated by the examination of 142 samples over a period of 
2 years, are shown by the data presented in figure 2. In this 
figure, the five nationally-advertized butters are indicated by 
numbers 1-5, inclusive, while the butter from the local cream- 
ery is designated as butter number 6. An examination of 
these data as they are related to butter score indicated that 
there was no apparent relationship between the usual quality 
score and the vitamin content of the respective butters. These 
observations are in agreement with those of Berl and Peter- 
son (’43) and also those of Parrish, Martin, Atkeson and 
Hughes (’46). 

Some interesting generalizations concerning the relation- 
ship and the variability of vitamin A and carotene in the 
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nationally-advertized butters may be drawn as the result of 
further examination of the data presented in figure 2. It is 
found that the average vitamin A content of the 5 butters 
during the months of January- June, inclusive, was 0.526 mg 



butters as purchased on the retail market. 
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per 100 gm of butter while the average vitamin A content of 
the same butters during the months of July-Decemher, in- 
clusive, was 0.857 mg per 100 gm. Accordingly, “summer- 
fall” butters contained an average of 63% more vitamin A 
than “winter-spring” butters. Likewise, it is found that the 
average carotene content of the 5 nationally-advertized but- 
ters during the months of January- June, inclusive, w r as 
0.244 mg per 100 gm of butter, whereas the average carotene 
content of the same butters for the remaining 6 months of 
the year was 0.625 mg per 100 gm. These “summer-fall” 
butters therefore contained an average of 165% more caro- 
tene than the corresponding “winter-spring” butters. When 
one considers 1 Mg of vitamin A equivalent to 4 1.U. and 1 Mg 
of the above carotene equal to 1.67 I.U., these data reveal that 
the average vitamin A potency of these butters exceeded the 
carotene equivalent during the months of January-June, in- 
clusive, by 416%, whereas it only exceeded the carotene 
equivalent by 228% during the remaining months of the year. 
In addition, the vitamin A content of these butters remained 
somewhat more constant throughout the year than did the 
carotene content. This is in agreement with the findings of 
others (Berl and Peterson, ’43; Jenness and Palmer, ’45; 
Lord, ’45; and Parrish,, Martin, Atkeson and Hughes, ’46). 
As would be expected, similar observations have been re- 
ported for vitamin A in bovine blood plasma (Sutton and 
Soldner, ’45; and Lord, ’45). 

"While the data show that there were measurable differences 
in the vitamin A and in the carotene content of different 
butters during’ a given month, the average vitamin values for 
the respective months indicate a definite seasonal variation 
in vitamin content. Intraseasonal variations in vitamin A 
and carotene content have been reported by Berl and Peter- 
son (’43), Jenness and Palmer (’45), and Parrish, Martin, 
Atkeson and Hughes (’46). In the present studies, however, 
there were no indications that any one butter was continually 
higher or continually lower in either vitamin A or carotene 
than other butters under investigation. 



48 


H. A. ELLENBEBGER AND OTHERS 


The data presented in figure 3 are based on the previous 
assumption that one International Unit of vitamin A is 
equivalent to the biological effect of 0.25 qg of vitamin A 
alcohol (Berl and Peterson, ’43) or to 0.6 qg of beta carotene 
(Quart. Bull. Health Organization, League of Nations 4, 431, 



Fig. 3 Seasonal variations in the contribution that carotene and vitamin A 
made to the biological potency of butters. The values given for the market 
butter are the average values obtained for the 5 nationally advertized butters. 


1934). However, biological assays conducted in this labora- 
tory do not substantiate this relationship for vitamin A 
alcohol, the alcohol being somewhat less potent than the above 
figure would indicate. The butter purchased from the local 
creamery had the lowest vitamin potency during the months 
of February, March and April with the potency showing a 
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rapid rise during May and June, with further but more grad- 
ual increases in potency during July, August and September. 
The highest potency occurred in October. The 5 commercial 
butters showed the lowest potency during the months of 
March, April and May with the potency rising rapidly during 
June and July, a tapering off in the rate of increase during 
August and September, with the highest potency likewise 
occurring in October. Perhaps it should be expected that 
these butters would reach their peak in vitamin potency in 
November, considering the delay observed in the rate of 
vitamin enrichment during the spring months. Although the 
data show that the biological potencies of the butters increased 
during the months of June, July, August and September, with 
the highest potency occurring in October, the data also reveal 
that the amount of potency attributable to carotene was some- 
what less during August and September than during either 
July or October. Perhaps this reflects the carotene content 
of the dairy ration. 

The average vitamin A potency of the 6 brands of butter 
for the year was found to be 15,640 1.U. per pound. Consider- 
ing the possible differences in standards used, this value com- 
pares favorably with those reported in the literature. Of this 
potency, 12,290 I.U. were calculated as having been contributed 
by vitamin A, while 3,350 1.TJ. were contributed by carotene. 

The data regarding seasonal variation in the vitamin 
A potency of the butter purchased at the local creamery are 
in agreement with the data reported elsewhere concerning 
similar butters (Jenness and Palmer, ’45; Lord, ’45; and 
Parrish, Martin, Atkeson and Hughes, ’46). Inasmuch as the 
over-all seasonal variation in the vitamin potency of the 
commercial butters paralleled the variations in the vitamin 
potency of the fresh butter obtained from the local creamery, 
these data indicate that, during the period of this study, com- 
mercial butters moved from manufacturer to consumer with- 
out delay. When possible differences in the vitamin standards 
used by different investigators are taken into consideration, 
these data further reveal that the total vitamin A potencies 
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of the 5 commercial butters herein reported compare favorably 
with those values reported for butter taken at the point of 
manufacture. This would tend to show that no significant loss 
in vitamin potency takes place during the normal period of 
time required for butter to pass from the manufacturer to 
the consumer. The present findings regarding this matter are 
in full agreement with the summarized results thus far re- 
ported by collaborators participating in the national butter 
project. 

SUMMARY 

A study of the seasonal variations in the vitamin A and 
carotene of commercial butter as purchased on the Pennsyl- 
vania market is described. In the course of a 2-year period 
more than 140 samples of butter were assayed. These samples 
represented 5 nationally-advertized brands of butter pur- 
chased on the retail market and 1 brand purchased at a 
local creamery. 

Preliminary to and during the course of these assays, 
studies relating to methodology were carried out for the 
purpose of checking or improving methods of assay. The 
results of these studies are summarized as follows : 

1. Freshly-prepared solutions of the antimony trichloride 
reagent and solutions which had been prepared for several 
months yielded essentially the same vitamin A values when 
used with the same butters. 

2. In the analysis of butter, the 94% diacetone alcohol pro- 
cedure and the chromatographic procedure for eliminating 
the noncarotene pigments yielded lower carotene values than 
did the procedure in which 92% methanol was used. 

3. Peroxides, frequently found in diethyl ether, were found 
to exert a marked deleterious effect on vitamin A stability 
but appeared to have no effect on carotene stability during 
the usual course of the assay. 

4. Some of the vitamin A standards and carotene standards 
in use at the present time were found to vary with respect 
to their extinction coefficients. 
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5. Although distinct seasonal variations in the carotene 
and vitamin A content of butters as purchased on the retail 
market in Pennsylvania were noted, there was no indication 
that any one brand of butter was constantly higher or con- 
stantly lower than other brands with respect to either vitamin 
A or carotene. 

6. "With few exceptions, the vitamin A content of butter was 
found to exceed the carotene content (in terms of both weight 
of material present and International Unit equivalent) at all 
seasons of the year and also showed less seasonal variation. 

7. The average yearly vitamin potency of the 6 brands of 
butter was found to be 15,640 I.U. per pound. 

8. A comparison of the seasonal vitamin A potencies of 
the commercial butters with those of the butter from the 
local creamery and with vitamin values reported in the litera- 
ture for fresh butters indicated that during the course of this 
study the vitamin content of butter was relatively stable and 
that not much time elapsed from the date of manufacture until 
the butter reached the consumer. 
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It has long been recognized that the animal body is capable 
of accumulating vitamin A and that the liver is the chief 
storage site (Osborne and Mendel, ’18). Studies regarding the 
distribution of stored vitamin A in the rat’s body have shown 
that 90 to 95% is found in the liver (Sherman and Boynton, 
’25; Moore, ’31; MeCoord and Luce-Clausen, ’34) and that 
the liver content of the vitamin is usually proportional to the 
intake- (Baumann, Riising and Steenboek, ’34). The liver 
stores of the vitamin may indicate both the state of nutrition 
of the animal and the availability of the vitamin when admin- 
istered under different conditions. In the following pages an 
investigation of the influence of the sex of the animal, the 
level of intake, the source of the vitamin and the mode of 
administration on the storage of vitamin A in the liver of the 
rat is reported. 

PROCEDURE 

Weanling rats from our breeding colony were maintained 
in air conditioned quarters (75°F., 40% relative humidity) on 
the U.S.P. vitamin A-free diet composed of the following in- 
gredients: purified casein, 18%; acetone-washed cornstarch, 
65% ; salt mixture, 4% (Jones and Foster, ’42) ; acetone 
washed brewer’s yeast, 8% ; cottonseed oil, 5% ; vitamin D, 
6 units per gm of ration. When their weights remained sta- 
tionary or declined for a period of 7 days they were considered 
to be depleted ; this required from 25 to 35 days. They were 
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then divided into comparable groups of 6 and treated for 3 
days with daily supplements of vitamin A. The supplements 
were administered orally by pipette unless otherwise stated. 
A short term treatment period was adopted in accordance with 
the observations that this method had given results which were 
as accurate as long term experiments (Sherman and Tod- 
hunter, ’34; Guggenheim and Koch, ’44). 

In these studies on liver storage the daily level of vitamin A 
ranged from 250 to 1000 International Units (I.U.) per rat. 
This range was arbitrarily chosen since it had been found in 
preliminary work that the minimum doses required for normal 
growth did not promote any liver storage of the vitamin. To 
promote a rapid accumulation of vitamin A in the liver it was 
necessary to administer much more than the minimum re- 
quired dose. 

After the 3-day treatment the animals were rested for 1 day 
and on the fifth day were killed by decapitation. The livers 
from each group of rats were -weighed, pooled, homogenized 
in a Waring blendor and samples taken for determination of 
vitamin A. In our early work determinations were made on 
individual livers but the small variations obtained did not 
justify this procedure. 

Two to 5 gm samples of liver tissue were weighed and mixed 
with 60% KOH (0.5 ml/gm liver) and 95% alcohol (5.0 
ml/gm liver). The mixture was heated on a steam bath 
until saponification was complete. The samples were 
then transferred to separatory funnels, water was added 
(10.0 ml/gm liver) and the tissue extracted twice with 50 ml 
portions of peroxide-free ethyl ether. Ethyl ether was used 
because Benham ( ’44) had reported that it gave more complete 
extraction of vitamin A than petroleum ether. The ether ex- 
tract was washed thoroughly with distilled water until the 
wash water gave no color with phenolphthalein. After wash- 
es* the extract was dried by filtering through anhydrous 
NasSCh, the ether removed by vacuum distillation and the 
residue dissolved in chloroform. The vitamin A content of 
the solution was determined by the Carr-Price reaction (Carr 
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and Price, ’26) using the Evelyn colorimeter with filter no. 620. 
One ml of the chloroform solution was dispensed into a 
standardized colorimeter tube, the tube placed in the colori- 
meter and 9 ml of a 22% solution of antimony trichloride in 
chloroform were added rapidly. A reading was taken at the 
first momentary stop of the galvanometer needle and the “L” 
value, or optical density, corresponding to the galvanometer 
reading was calculated (L = 2 — log G). This result was then 
converted to International TJnits of vitamin A using a ref- 
erence curve. A vitamin A distillate (no. 78794), 1 which con- 
tained 401,000 I.U. per gm was employed as a standard in 
preparing the above curve. 

Both the preparations used as supplements and the liver 
tissues were assayed by the Carr-Priee method and the vita- 
min A content of each evaluated from the standard reference 
curve. All determinations were made in duplicate and re- 
peated if the deviation of duplicate values exceeded 8%. 

RESULTS 

Relation between the sex of the animal and liver 
storage of vitamin A 

Using the method described in the preceding section de- 
pleted male and female animals were treated with 500 units 
per day of the vitamin A distillate. This experiment was re- 
peated 4 times at different intervals. Using the per cent of 
vitamin A stored as the criterion, no difference was found 
between the males and females; males stored 32.5% whereas 
31.5% of the ingested vitamin was found in the female livers 
(table 1) . 

In 1942 Brenner et al. reported studies concerning the rela- 
tion of sex to vitamin A storage in the white rat. Their ani- 
mals were fed 14,000 units of vitamin A daily for 35 days and 
then placed on a vitamin A-free diet. The liver stores of 
vitamin A were determined at the onset of the depletion period 
and at various intervals thereafter. The initial determina- 

1 Obtained from Distillation Products, Rochester, N. Y. 
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tion showed that the livers of females contained slightly 
greater amounts of vitamin A. After 1 week on the A-free 
diet the liver stores of males were only two-tliirds those of the 
females when the results were computed as units of vitamin A 
per 100 gm of body weight. When the calculations were made 
on the basis of vitamin content of the total livers the difference 
was not as marked because males have larger livers. Brenner 
and associates concluded from these data that females have a 
greater capacity for storage of vitamin A. 


TABLE 1 

Relation between sex of animal and liver storage of vitamin A . 


NO. 

BATS 

SEX 

or 

RATS 

INTAKE OF 
VITAMIN A 
DISTILLATE 

NO. 78794 

LIVER 

STORAGE 

OF 

VITAMIN A 


STORAGE 



I.U./day 

I.U./liver 


% 

6 

Male 

500 

417 


27.S 

4 

Male 

500 

434 


28*9 

6 

Male 

500 

567 


37.8 

6 

Male 

500 

530 


35.3 





Average 

32J5 

6 

Female 

500 

364 


24.3 

8 

Female 

500 

500 


33.3 

6 

Female 

500 

520 


34.7 

6 

Female 

500 

507 


33,8 





Average 

31.5 


The apparent discrepancy between Brenner’s work and the 
foregoing experiment might be explained by the longer pre- 
liminary treatment period which he used in contrast with 
the 3-day treatment employed here. 

Relation between intake of vitamin A distillate 
no. 78794 and storage in the liver of the rat 

The following study was undertaken to determine the rela- 
tive amounts of vitamin A stored in the liver as the intake 
was increased. Daily doses ranging from 63 to 118,400 I.U. 
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per rat were administered to depleted animals and the treat- 
ment continned for 3 days. The vitamin A distillate, used as 
a standard throughout this work, was the souree of vitamin A. 

The data in table 2 show that at the lowest dosage, 63 units 
per day, the per cent of the vitamin that was stored was rela- 
tively small (11.1%); but the values increased with larger 
doses until a maximum was reached at a level of 2,000 to 

TABLE 2 . 


Relation between intake of vitamin A distillate and storage l 

u the liver of the rat . 

NO. 

OF 

RATS 

INTAKE OF 
. VITAMIN A 

DISTILLATE 

NO. 78794 

LIVER 

STORAGE 

OF 

VITAMIN A 

STORAGE 


LV./day 

I.V. /liver 

% 

5 

63 

21 

11.1 

6 

125 

92 

24,5 

6 

250 

215 

28.6 

6 

500 

480 

32.0 

18 

1,000 

1,032 

34.4 

6 

2,000 

2,220 

37.0 

6 

4,000 

4,530 

3 < .8 

5 

8,000 

8,000 

33,3 

6 

16,000 

13,900 

29.0 

5 

32,000 

21,200 

22.1 

5 

48,000 

25,400 

17.6 

6 

64,000 

29,950 

15.6 

6 

80,000 

31,800 

13.3 

6 

118,400 

49,200 

13.9 


4,000 units per day (37%). From this point on, although an 
increase in intake produced an increase in liver vitamin A, 
the percentage stored decreased until at 118,400 units per day 
only 13.9% of the dose administered was found in the liver. 
Thus, it is apparent that raising the daily intake above the 
optimum storage level did result in an increase in the amount 
of the vitamin in the liver but this was accompanied by a 
decrease in the percentage of the original dose that was stored. 
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Relation between the intake of vitamin A from 
various sources and storage in the liver 
of the rat 

Samples of vitamin A from various sources were chosen in 
order to compare their relative storage efficiency in the liver. 
The oils tested included vitamin A distillate no. 78794 which 
has been discussed in a previous section ; vitamin A acetate ; 
two types of fish liver oils, halibut and cod ; and a saponified 
vitamin A concentrate. The concentrate was a fish liver oil 
which had been saponified in order to separate the vitamin A 
from impurities present in the crude oil. The unsaponifiable 
fraction which contained vitamin A in the alcohol form was 
extracted with ether and then concentrated by evaporating 
the solvent. 

Vitamin A from each of these sources was fed at 3 levels; 
250, 500 and 1,000 units per day, and the percentage stored 
in the liver was determined. The summarized results in table 3 
indicate that with the exception of some samples of cod liver 
oil, vitamin A was stored equally well regardless of the source. 
Cod liver oil no. 92995 produced slightly lower liver stores 
of vitamin A than did the other oils administered. It has been 
reported (Oser et al., ’43 ; ’45) that cod liver oils are rela- 
tively unstable and tend to oxidize, which might possibly 
explain the lowered liver storage values reported here. Oser 
et al. had noted changes in the shape of the ultra-violet ab- 
sorption curve during the oxidation of vitamin A and found 
that an upswing of the left leg of the curve with a lower 
extinction coefficient at the absorption maximum of 328 mu 
was typical of oxidized vitamin A. In order to check cod liver 
oil no. 92995 for evidence of similar deterioration an ultra- 
violet absorption curve was obtained but the shape was 
characteristic of vitamin A with a peak at 327 mu, which 
seemed to indicate that no oxidative change had occurred. 
Four additional samples of cod liver oil were then selected and 
used for feeding experiments. Two of these (no. 93445, no. 
8955) produced somewhat lower liver stores while the vita- 
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min A from cod liver oils no. 7065 and no. 8945 was stored as 
well as that from other sources investigated. All cod liver oils 
were assayed by colorimetric, biological and speetrophoto- 
metric methods to insure an accurate estimate of the potency. 
G-ood agreement was noted between the values obtained by 
the 3 methods indicating that accurate measurements of the 
vitamin A administered had been made. 

TABLE 3 


Relation between intalce of vitamin A from various sources and storage in the 

liver of the rat * 


NO. 

OF 

RATS 

VITAMIN 

A 

INTAKE 

VITAMIN A 

IN STORAGE 

LIVER 

NO. 

OF 

RATS 

VITAMIN 

A 

INTAKE 

VITAMIN A 
IN 

LIVER 

STORAGE 


I.U./day 

I. U. /liver 

% 


I.U./day 

I. U. /liver 

% 


Yit. A distillate no. 78794 


Cod liver 

oil no. 93445 


6 

250 

215 

28.6 

5 

250 

83 

11.1 

6 

500 

480 

32.0 

6 

500 

358 

23.9 

18 

1000 

1032 

34.4 

6 

1000 

755 

25.2 


Halibut liver oil no. 92295 



Cod liver oil no. 7065 


6 

250 

238 

31.7 

6 

250 

214 

28.5 

6 

500 

487 

32.5 

3 

500 

550 

36.7 

6 

1000 

1060 

35.3 

5 

1000 

835 

27.8 


Vit. A concentrate no. 5822 


Cod liver 

oil no. 8945 


6 

250 

233 

31.0 

! 6 

250 

195 

26.0 

6 

500 

437 

29.1 

6 

500 

454 

30.3 

5 

1000 

962 

32.1 

6 

1000 

1008 

33.6 


Yit. A acetate no. 94265 



Cod liver oil no. 8955 


5 

250 

185 

24.7 

6 

250 

138 

18.4 

6 

500 

480 

32.0 

5 

500 

348 

23.2 

5 

1000 

890 

29.7 

6 

1000 

630 

21.0 


Cod liver oil no. 92995 






6 

250 

155 

20.7 





11 

500 

269 

17.9 

j 




12 

1000 

625 

20.8 






It was, therefore, concluded that with the exception of some 
samples of cod liver oil which gave sub-optimal liver storage, 
vit amin A was equally utilized and stored whether fed as a 
distillate, acetate, cod liver oil, halibut liver oil, or as a 
saponified concentrate. 
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In 1940 Gray and associates published the results of some- 
what similar experiments in which equal amounts of vitamin A 
as U.S.P. Reference Oil, vitamin A caproate, distilled ester 
concentrate, vitamin A stearate, vitamin A alcohol and (3-caro- 
tene were administered. Their data showed that slightly 
lower liver storage resulted from treatment with the alcohol 
form of the vitamin but when the experimental error was 
taken into consideration the significance of this difference 
seemed questionable. Animals receiving 3-carotene were 
found to have very low vitamin A reserves but the remaining 
preparations produced equal liver stores. 

Storage of vitamin A in rat liver following oral, 
subcutaneous, or intramuscular administration 

Vitamin A distillate no. 78794 at a level of 500 units per 
day was administered to depleted rats orally or injected, 
either subcutaneously or intra-muscularly, as shown in table 4. 
The oil preparation was diluted in corn oil so that the animals 
received 0.1 ml per day for the 3-day period. The same dilu- 
tion was used for all modes of treatment. As in the previous 
experiments, no treatment was given on the fourth day and 


TABLE 4 

Storage of vitamin A in the liver of the rat following oral, subcutaneous, and 
intramuscular administration of vitamin A distillate no. 78794. 


NO. 

RATS 

LEVEL OP 
VITAMIN A 
GIVEN 

MODE OP 

ADMINISTRATION 

LIVER STORAGE 

OP VITAMIN A 

storage 


I.TJ./day 


I. V. /liver 

% 

6 

500 

Oral 

543 


36.0 

5 

500 

Oral 

525 

Average 

35.0 

35.5 

6 

500 

Subcutaneous 

150 


10.0 

4 

500 

Subcutaneous 

217 

Average 

14.5 

12J3 

4 

500 

Intramuscular 

11 


0.7 

5 

500 

Intramuscular 

6 

Average 

0.4 

0.6 ” 
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the animals were killed by decapitation on the fifth day pre- 
liminary to the determination of vitamin A in the livers. Liver 
stores of vitamin A were believed to indicate the amount of 
the vitamin which had been absorbed by rats which were 
treated for 3 days and killed at the beginning of the fifth day. 

Oral administration of the vitamin produced optimum liver 
storage; subcutaneous treatment allowed less storage and 
the intramuscular method was the least effective. Vitamin A 
administered subcutaneously was approximately 35% as 
effective as the same amount given orally; intramuscular in- 
jection was about 2% as efficient as oral treatment. A rela- 
tively short time was allowed for the absorption of injected 
vitamin A when the 3-day treating technique was used and 
it might be assumed that under these conditions the vitamin A 
would not be completely utilized. It can be seen, however, 
from the growth studies outlined below that daily injections 
of vitamin A continued for 4 weeks did not afford maximum 
utilization. An inferior response was observed when parent- 
eral administration of vitamin A was employed irrespective 
of the time allowed for absorption of the injected oil. 

Growth response to oral, subcutaneous, and intra- 
muscular administration of vitamin A 

Vitamin A-depleted rats were treated daily for 4 weeks 
with vitamin A distillate no. 78794 given orally, subcutane- 
ously, or intramuscularly at 2 different levels (table 5) and 
the utilization of vitamin A was indicated by the increase in 
growth. The growth response data paralleled the liver storage 
data in that they showed oral administration to be superior to 
parenteral treatment. 

In agreement with the present work it has been reported 
that vitamin A oils are more effective orally than when in- 
jected, both in supporting normal growth and promoting liver 
storage (Koehne and Mendel, ’29; Greaves and Schmitt, ’37 ; 
With, ’39; Barlow and Kocher, ’42; Lease et al., ’42). Al- 
though most investigators have used lower levels of vitamin A 
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and continued the treatment for various periods ranging from 
4 to 6 weeks, their results are in accord with those re- 
ported here. 

The close correlation between weight response and liver 
storage in depleted rats following administration of vitamin A 
indicates that the measurement of liver reserves following a 
3-day treatment period is a reliable method for judging the 
effectiveness of a treatment. 


TABLE 5 

Growth response following oral , subcutaneous and intramuscular administration of 
vitamin A distillate no. 78794. 


(TROUP 

LEVEL 
VITAMIN A 
GIVEN 

METHOD OP 
ADMINISTRATION 

NUMBER OP RATS 

AVERAGE 

WEIGHT 

GAIN 

(28 DAYS) 

Started 

Finished 


I.TJ./day 




gm 

1 

2.04 

Oral 

20 

19 

30 

2 

4.08 

Oral 

20 

17 

60 

3 

2.04 

Subcutaneous 

20 

2 

— 9 

4 

4.08 

Subcutaneous 

20 

4 

3 

5 

2.04 

Intramuscular 

20 

1 

—21 

6 

4.08 

Intramuscular 

19 

4 

—7 


SUMMARY 

1. Equal liver stores of the vitamin were found in both male 
and female animals when depleted rats were treated for 3 days 
with large amounts of vitamin A. 

2. The relative amount of vitamin A stored in the liver was 
determined after treatment with increasing doses. At the 
lowest intake of 63 units per day the liver storage was 11% 
of the total dose while maximum storage (37%) was obtained 
at a daily level of 2,000 to 4,000 I.TT. Further increase in the 
amount of vitamin A administered was accompanied by a 
steady decrease in the efficiency of storage. 

3. A comparison was made of the liver storage resulting 
from treatment with different types of vitamin A prepara- 
tions. It was found that different lots of cod liver oil, although 
administered at equal unit levels, produced variable liver 
reserves of vitamin A. With the exception of some lots of cod 
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liver oil which gave sub-optimal storage, vitamin A was 
utilized and stored equally well whether fed as a distillate, 
acetate, halibut liver oil, or saponified concentrate. 

4. The storage of vitamin A in the livers of rats following 
oral, subcutaneous, or intramuscular administration was in- 
vestigated. The oral method was found to be most effective in 
producing liver storage. Vitamin A injected subcutaneously 
was approximately 35% as efficient over a 5-day period as the 
same amount given orally, while intramuscular injection was 
only 2% as effective as the oral route. 

5. Depleted rats were treated daily for a period of 4 weeks 
■with vitamin A given orally, subcutaneously, and intra- 
muscularly and the increase in growth was measured. It was 
found that vitamin A distillate was more effective orally 
than parenterally in promoting growth as well as in producing 
liver stores. 
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STUDIES IN AMINO ACID UTILIZATION 

I. THE DIETARY UTILIZATION OF MIXTURES OF PURIFIED 
AMINO ACIDS IN PROTEIN-DEPLETED ADULT 
ALBINO RATS 1 
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R. L. WOOLRIDGE AND P. R. CANNON 
Department of Pathology, University of Chicago , Illinois 

FOUR FIGURES 

(Received for publication August 20, 1946) 

The substitution of mixtures of purified amino acids for 
dietary protein in rations adequate in calories, vitamins and 
minerals has helped greatly to clarify understanding of the 
nutritive potentialities of proteins. It is now possible to 
prepare a mixture of the 10 so-called essential amino acids 
which promotes growth in young rats (Kinsey and Grant, ’44), 
or mice (Bauer and Berg, ’43), or maintains nitrogen balance 
in dogs (Bose and Bice, ’39) and adult man (Bose, Haines, 
Johnson and Warner, ’43). Many questions remain un- 
answered, however, concerning the mechanisms governing the 
utilization of these amino acids. The question of the indis- 
pensability of arginine and histidine needs further study. 

1 The subject matter of this paper has been undertaken in cooperation with the 
Committee on Food Research of the Quartermaster Food and Container Institute 
for the armed forces. The opinions or conclusions contained in this report are 
those of the authors. They are not to be construed as necessarily reflecting the 
views or indorsement of the War Department. 

The work has been aided, also, by the John and Mary R. Markle Foundation, 
The National Livestock and Meat Board, The Douglas Smith Foundation for 
Medical Research of the University of Chicago, and the Allen B. Wrisley Company. 
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More information is needed regarding such problems as the 
possible toxicity of some of the unnatural forms (Albanese 
and Irby, ’43), the optimal amounts of each amino acid in the 
daily ration, the role of accessory substances such as strepo- 
genin (Woolley, ’45) in the synthesis of proteins from amino 
acid mixtures, and the possible adverse effects from the use 
of improperly-balanced mixtures even though all of the in- 
dispensable amino acids may be present. 

In this and the following paper all observations were made 
on a group of protein-depleted rats fed rations whose nitrogen 
source, other than traces in the cornstarch and vitamins, con- 
sisted of a mixture of either 16 (ration A), 10 (ration B), or 
9 (ration C), purified amino acids. In these 2 papers we 
present evidence concerning the influence of these rations 
upon (a) weight-recovery; (b) food consumption; (c) plasma 
and red cell volumes and regeneration of serum proteins and 
erythrocytes. Although the data are from experiments deal- 
ing with only 28 rats, they are presented as illustrative ex- 
amples. As a matter of fact, the experiments have been 
confirmed with 55 additional rats so that, in reality, they 
represent findings from the use of more than 85 different 
animals. 

The “sixteen amino acid mixture” utilized was patterned 
after the amino acid composition of casein (Block and Bolling, 
’45), except that serine, proline, and hvdroxyproline were ab- 
sent and the racemic mixtures of threonine, valine and iso- 
leucine were used with the assumption that the unnatural 
d forms do not replace their respective enantiomorphs meta- 
bolically. Although the carbon chains of these d amino acids 
may not be used for the synthesis of tissue protein, their 
amino nitrogen may be utilizable for the synthesis of non- 
essential amino acids. Accordingly, an amount of glutamic 
acid equivalent to the non-utilizable d forms was omitted from 
the mixture. Correction was made for HC1 in the arginine, 
histidine and lysine samples and for water of crystallization 
in the latter two. Whenever an amino acid was omitted from 
the mixture in order to observe the effect of its deficiency, its 
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equivalent in moles of glutamic acid was substituted. When 
amino acid mixtures were made containing only 10 or 9 essen- 
tial amino acids, the ratios of the amino acids were held 
constant while their concentrations were increased in order to 
keep the dietary nitrogen levels the same. The amounts of 

TABLE 1 


Composition of amino acid mixtures employed to supplement basal ration 4 E. 



PERCENTAGE. COMPOSITION 

OP MIXTURES OP AMINO 

ACIDS IN 

MG OF ESSENTIAL. (1) AMINO 
ACIDS PER 15 GM DIET PER 
RAT DAY IN 

Ration 

A 

Bation 

B 

Ration 

C 

Ration 

A 

Ration 

B 

Ration 

C 

!(-}-) Arginine HC1 

4.214 

6.592 


63.4 

99.1 


1 ( + ) Histidine HCI 

2.871 

4.491 

4.808 

38.5 

60.4 

64.7 

dl Isoleucine 

11.050 

17.286 

18.505 

100.0 

157.2 

168.3 

1 ( + ) Leucine 

10.285 

16.186 

17.224 

190.0 

294.3 

313.1 

1 ( + ) Lysine HCI 

8.051 

12.594 

13.483 

106.0 

167.2 

178.5 

dl Methionine 

2.975 

4.654 

4.982 

54.0 

84.6 

90.6 

dl Phenylalanine 

4.420 

6.914 

7.402 

80.0 

125.7 

134.6 

dl Threonine 

6.630 

10.371 

11.103 

60.0 

94.3 

100.9 

dl Tryptophane 

1.530 

2.393 

2.562 

27.7 

43.5 

46.6 

dl Valine 

11.900 

18.615 

19.929 

108.0 

169.2 

181.2 

dl Alanine 

4.760 






dl Aspartic acid 

5.355 






1 ( — ) Cystine 

0.306 






1 (+) Glutamic acid 

20.157 






Glycine 

0.425 






1 ( — ) Tyrosine 

5.440 







100.069 

99.999 

99.998 





each amino acid present in the different mixtures are given in 
table l. a In the graphs, the ration containing 16 amino acids 
w T as originally referred to as AAR. For greater convenience 
it is referred to in these papers as ration A. Similarly, the 
ration containing the 10 “essential” amino acids, referred to 

2 Most of tlie amino acids were purchased from Merck and Co, Alanine, glycine, 
isoleucine, threonine, tyrosine and valine were purchased from General Bio- 
chemicals, Inc. Some methionine was purchased from the Pfanstiehl Co. Purity 
of the amino acids was checked by Kjeldahl determinations in the case of the 
racemic forms and by optical rotation determinations in the case of the active 
natural forms. 



68 


L. E. ERAZIER AND OTHERS 


in the graphs as EAAB.10 or EAAR, is here called ration B ; 
and the 1 containing only 9 essential amino acids, shown in the 
graphs as 9AA or 9EAAR, is here called ration C. 

EXPERIMENTAL PROCEDURES 

Male, albino rats of the Sprague-Dawley strain, with initial 
weights varying from 220 to 244 gm, were subjected to protein 
depletion according to procedures previously described 
(Wissler, Woolridge, Steffee and Cannon, ’46). Selection was 
made from groups of rats which had been on a low protein 
“depletion” diet (3E) for approximately 3 months, animals 
being chosen on the basis of the uniformity in initial weights, 
percentages of weight loss (25-33%) and concentrations of 
serum proteins (4.06-4.85%) and hemoglobin (11.2-15.3%). 
The rats were placed in individual cages prior to the incorpo- 
ration of the amino acid mixtures or casein into the basal 
ration for use in the “repletion” period. All rations were 
kept isoealoric. Two days before the experiments were to be 
started the animals were weighed, and bled (tail vein) in order 
to determine the serum protein and hemoglobin concentra- 
tions. On the basis of these data as well as the initial pre- 
depletion weights and percentage weight losses, the most 
comparable animals were paired, 1 animal of each pair being 
offered a weighed amount (15 gm per rat per day) of ration A, 
while its mate was fed this ration with one “essential” amino 
acid omitted. "Water was offered ad libitum. For comparison, 
other pairs of rats were fed the 4E basal or casein rations 
under similar circumstances and concentrations of nitrogen 
(table 2). Blood volumes were determined on the first day of 
the experiment. During the first dietary period the amounts 
of ration eaten, wasted or rejected were determined daily and 
the animals were weighed frequently. On the tenth day the 
rats were fed in the morning but were fasted for the last 12 
hours of the 24-hour period. On the morning of the eleventh 
day, weights, serum protein and hemoglobin concentrations 
and blood volumes were determined. In most instances there- 
after the diets of each pair of animals were reversed for a 
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second 10-day period during which weights and diet-consump- 
tion figures were determined as before. At the end of the 
20-day period the animals were again fasted for 12 hours and 
the various observations repeated after which they were 
sacrificed and autopsied. 

TABLE 2 


Composition of rations used. 


INGREDIENTS PER 1G0 GM 

4 E BASAL 

CASEIN 

AMINO AC 

Nitrogen source 

0.0 

10.4(5 

12.12 

Corn oil 

4.0 

4.0 

4.0 

Cornstarch 

71.0 

61.7 

58.88 

Ruff ex 

5.0 

5.0 

5.0 

Salt mixture 1 

4.0 

4.0 

4.0 

Vitamin solutions 

2.7 

2.7 

O “ 

Water 

13.3 

12.14 

13.33 


VITAMIN'S PER 100 GM OF RATION 


Choline chloride * 0.20 gm 

Oleum pereomorphum 0.30 drops 

Nicotinamide 2.84 mg 4 

Pantothenate Ca 1.75 mg 

Pyridoxine IIC1 0.64 mg 

Riboflavin 1.08 mg 

Thiamine HC1 0.54 mg 


1 Hawk and Oser’s ( J 46) modification of the Osborne and Mendel salt mixture 
plus Igm each of copper sulfate, and zinc chloride added to the trace elements. 


The utilizable amounts of each of the essential amino acids 
supplied per 15 gm of ration for the “amino acid rations” are 
given in table 1. From these data it is possible to compute the 
milligrams of amino acids eaten per rat day, knowing the 
actual amount of food consumed. 

EXPERIMENTAL FINDINGS 

The effects of ration A upon weight-recovery are shown 
graphically in figure 1, where the starting weights have been 
connected with the 10-day and 20-day values by straight lines. 
It will be noted in every instance that the animal which ate 
this ration for 10 days gained weight rapidly, an average of 
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between 4 and 5 gm per day, whereas each animal which ate 
the ration with any one of 9 indispensable amino acids omitted 
continued to lose weight. Furthermore, comparison of these 
results with those of a sample pair of the animals which ate 
the 4E basal ration alone or this ration supplemented with 
casein (fig. 2) shows a less rapid weight recovery for the rat 
which ate the natural protein than for several of those con- 
suming ration A. Moreover, the animals which ate the 4B 
ration alone lost less weight, in general, than did the animals 
which ate the ration containing fifteen amino acids but with 
1 indispensable amino acid omitted. In other words, the ani- 
mals did slightly better on no protein at all than on a mixture 
of 15 amino acids but with 1 indispensable amino acid lacking. 
Exception occurred only with respect to lysine deficiency, 
where weight loss was practically identical with that for the 
rats fed the 4E ration. With respect to arginine, its presence 
or absence seemed to make but little difference. One rat, in 
fact, kept on an arginine deficient diet for 30 days, recovered 
almost as much lost weight as did its companion which ate 
ration A; furthermore, spermatogenesis as judged by histo- 
logical study was as well reestablished in the arginine-deficient 
rat as in the other. It is obvious, therefore, that the protein- 
deficient rats were able to synthesize arginine with sufficient 
rapidity almost to keep pace with those supplied with 
arginine. 

In view of the unsuccessful use by Albanese and Irby (’43) 
of a mixture of 10 amino acids for growth of young rats, and 
because of their suggestion of the possibility of toxic d forms 
being present in such a mixture, we prepared a mixture of 
10 amino acids (table 1) and incorporated it in the basal ration 
at the same nitrogen concentration employed for ration A. 
Figure 2 demonstrates the results obtained from the feeding 
of these 2 types of rations. It is obvious that weight recovery 
was as good with only 10 amino acids in the ration as with the 
16 of ration A. It is evident, also, that there was no apparent 

toxic” effect from the use of a mixture containing several 
of the unnatural d forms. 
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Fig. 1 Comparison of weight changes in protein-depleted rats fed ration 
A (AAE) and ration A devoid of 1 indispensable amino acid. After 10 days the 
rations were reversed. Note the common pattern except in the case of arginine. 
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Although it is apparent that a protein-deficient rat can 
recover lost weight when only 10 amino acids are present in the 
ration, we wished to secure additional evidence regarding the 
dispensability of arginine. Accordingly, a mixture of amino 
acids containing only 9 indispensable amino acids was pre- 
pared (table 1, ration C), but, again, with as much total 
nitrogen as was present in rations B and A. This mixture 
when added to the basal ration, at a comparable concentration 
of nitrogen, yielded essentially as good a weight recovery rate 
as did ration A, fed simultaneously (fig. 2). 

One of the most striking features of the experiments in 
which the rats were offered rations deficient in any one of the 
9 indispensable amino acids, was their disinclination to con- 
sume the ration. In other words, these 9 amino acids are 
essential, also, for good appetite, and omission from the ration 
of any 1 of them, even though its nitrogen equivalent is re- 
placed by glutamic acid, is followed quickly by reduced food- 
consumption. On the other hand, addition to the ration of the 
missing amino acid, is followed just as promptly by improved 
appetite. The data, which record the amounts of food con- 
sumed, are shown graphically in figures 3 and 4 in which the 
rectangles are designated “food-consumption areas.” The 
4 rectangles for each amino acid tested represent the propor- 
tions of ration (15 gm per rat per day) eaten daily by the 
protein-depleted rats for each 10-day period. The upper left- 
hand rectangle represents the amount of food eaten by the 
rat fed ration A, the lower left hand one, the amount of food 
eaten after 1 amino acid had been omitted from the ration. 

Eig. 2 (Upper left). Comparison of weight ehanges in 2 rats, one of which 
was fed ration A (AAR) and the other ration B. (EAAR10),. both for 20 days. 
(Upper right). Weight changes in 2 rats one of which was fed ration A for 20 
days (no. 211—4) and the other (no. 214—1) one fed this ration with the lysine 
injected subcutaneously daily for 10 days and then replaced by salt solution. 
(Lower left). Weight changes in rats fed casein ration and protein-free ration 
for 10 days and after reversal of rations. (Lower right). Comparison of weight 
ehanges in 2 rats fed ration A and ration C (9AA) for 20 days. All rats were 
protein-depleted at the beginning of the experiments. 
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The 2 rectangles on the right indicate amounts of food con- 
sumed by each rat for a second 10-day period after reversal 
of the rations. Inspection of the rectangles demonstrates in 
every instance that food-acceptance is correlated with the 
presence or absence of 1 of the 9 indispensable amino acids. 

A more detailed examination of these “food consumption 
areas” will illustrate more definitely the effects observed. For 
example, rats la and 2b were offered rations identical except 



Fig. 4 ‘‘Food consumption areas’ ’ to be compared with weight changes of 
figure 2 in rats fed the various types of rations. 


for the presence or absence of approximately 29 mg of dl- 
tryptophane per 15 gm of ration. As can be seen, rat la ate 
practically all of his daily ration for the first 10 days. During 
this time he recovered lost weight. On the eleventh day, al- 
though tryptophane was now absent from the ration, he ate 
14 gm ; but on the twelfth day he ate only 8.5 gm, and his daily 
food-consumption thereafter was always less than 10 gm. Dur- 
ing this time he lost weight steadily. In contrast, rat lb which 
was offered the ration devoid of tryptophane, ate poorly for 
the entire 10-day period and on only 1 day (the ninth) did he 
eat more than 10 gm. On the eleventh day, after tryptophane 
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had been added to the ration, be ate 13.5 gm, and on each of 
the succeeding 9 days he ate all of the ration; during this 
period he gained weight steadily. Rats 9 and 10 reacted simi- 
larly when valine was tested, After 10 days’ consumption of 
ration A, rat 9 had made a good weight-recovery and had 
eaten the ration well. On the eleventh day, after approxi- 
mately 216 mg of dl-valine had been removed from the ration, 
the rat ate the same amount of food which he had eaten on the 
preceding 4 days (12 gm per day). On the twelfth day, how- 
ever, his food-consumption dropped to 6.5 gm and stayed low 
for the succeeding 8 days. In contrast, rat 10, when first 
offered the ration devoid of valine, refused for 10 days to eat 
more than 6 gm per day. On the eleventh day, after valine 
had been added to the ration, he ate 13 gm, and from then 
on he ate his daily ration almost completely. A similar pat- 
tern is seen, also, in the case of the 2 rats (numbers 3 and 4) 
offered rations with and without threonine. 

Of interest, also, are the findings in the rats which responded 
to the addition of phenylalanine, leucine or isoleucine to the 
deficient rations. During the first 10 days these animals re- 
fused to eat well when offered rations devoid of any one of 
these amino acids. When, however, each of the missing amino 
acids was put into the rations, daily food-consumption im- 
proved in a step-wise fashion until practically maximal 
consumption was attained and maintained. These patterns 
suggest a gradual return of appetite, associated with a gradu- 
ally increased ingestion of those amino acids in which the 
rations had been deficient. It is noteworthy, also, that this 
response occurred when such dl- forms as phenylalanine, 
valine, isoleucine and threonine were used, thus indicating the 
lack of any toxic effect from the unnatural forms supplied, as 
judged by appetite or weight recovery. 

In an effort to ascertain whether these changes in appetite 
might depend upon taste, 2 animals were given rations differing 
only in the route by which lysine was administered, viz., 1 rat 
was fed ration A for 20 days while the second rat was fed this 
ration devoid of lysine but with the lysine injected sub- 
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cutaneously, 2 doses per day (146 mg 1 (+) lysine HCMLO 
per rat day). As can be seen from figure 2, the rat which 
received lysine parenterally made an even better weight 
recovery than did the one which ingested lysine. At the end 
of 10 days, however, when salt solution was substituted for 
the injected lysine, the animal began quickly to lose weight, 
whereas the rat eating ration A continued steadily to gain 
weight. Evidence of this kind speaks against the idea that 
taste may be a determinant of appetite under these circum- 
stances ; on the other hand it does not eliminate the possibility 
that food consumption may be influenced by blood amino acid 
thresholds, at least until such a possibility can be studied more 
completely. 

The degree of consumption of rations other than ration A 
is shown in figure 4. Examination of these “food-consumption 
areas” indicates that the protein-depleted rats maintained 
good appetites for 20 days when fed rations containing only 
10 or 9 indispensable amino acids as the principal source of 
dietary 7 nitrogen. Their food intake, in fact, equalled that of 
the animals eating the casein ration and exceeded that of the 
rats eating the basal ration. It is obvious, also, that when 
lysine was injected, the rat’s appetite was as good as that of 
the animal eating the complete ration A but that appetite 
declined when salt solution was substituted for the injected 
lysine. 

COMMENT 

Although it has long been known that a loss of appetite 
may at times be an indicator of an amino acid deficiency, we 
have found no statements emphasizing the rapidity with which 
this may 7 manifest itself. Bose (’38) has said that “growing 
animals lose the desire to eat when the food is not suitable 
for tissue-synthesis, but regain it when all of the components 
required for anabolism are made available” and that (Eose, 
’31- ’32), “Our experience with other types of deficiencies in- 
volving the nitrogenous portion of the ration has taught us 
to expect a marked failure in appetite when the diet is com- 
pletely devoid of an essential component . . . Hundreds of 



78 


L. E. FEAZXER AND OTHERS 


experiments . . . involving the use of completely hydrolyzed 
proteins, have demonstrated that rats readily consume ade- 
quate amounts of diets in which the nitrogenous portion is in 
the form of mixtures of amino acids, provided all of the mate- 
rials for growth are available.” Smith ( ’31) has also remarked 
that “an experimental animal deprived of protein soon ex- 
hibits a complete loss of appetite.” 

Our findings corroborate these statements. They also 
demonstrate the surprising fact that food-acceptance by pro- 
tein-depleted and presumably hungry rats may be determined 
by the presence or absence of only a few mg of a particular 
indispensable amino acid. For example, in experiments to 
be reported in more detail later, we found that a rat offered a 
ration containing approximately 18 mg of dl-tryptophane per 
15 gm of ration ate almost all of the daily ration and gained 
43 gm in 10 days. Another rat, however, offered the same 
ration containing only 9 mg of dl-tryptophane per 15 gm of 
ration had an average daily food-consumption for the 10-day 
period of 10 gm and gained but 4 gm of weight. In other 
words, the difference in weight recovery of the 2 animals was 
determined by the presence or absence in the daily ration of 
only 9 mg of dl-tryptophane. Similar effects have been ob- 
served with the other 8 indispensable amino acids although 
the quantitative requirements for each amino acid are 
different. 

The mechanism governing this impairment of appetite in 
acute amino acid deficiency is of especial interest. Is it the 
result of a lowered taste-threshold due to the lack of certain 
amino acids, or is it due to a general metabolic disturbance 
whereby the sense of well-being of the animal is altered, as a 
result of which the rat becomes actually sick and hence is not 
interested in food ! If the loss of appetite is due to inadequate 
stimulation of taste organs, it would appear necessary to 
assume the existence of 9 indispensable amino acid “essen- 
tial,” also, for taste and that omission of any one of them 
from the diet would depress the taste stimulus for all the 
others. Against the idea of taste, however, is the fact that in 
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several of our experiments the animal continued to eat well 
for 1 day after removal of the indispensable amino acid from 
the ration, after which food-consumption declined and re- 
mained low. If taste were the determining factor here it is 
difficult to see why it should require 24 hours for the rat to 
discover the absence of a particular amino acid from the ration 
and then to eat only one-half or less of his daily diet. 

Evidence suggesting a general metabolic disturbance as the 
factor responsible for the impaired appetite is furnished by 
experiments (Eose et al., ’42; ’43) in which healthy young 
men were fed rations adequate in calories, vitamins and 
minerals but containing a mixture of 10 essential amino acids 
as the only source of dietary nitrogen. The men remained in 
nitrogen balance until any 1 of 8 amino acids was removed 
from the ration whereupon they went promptly into negative 
nitrogen balance. Eeaddition to the ration of the missing 
amino acid, however, brought them back quickly into nitrogen 
balance. Of especial interest is the fact that when the subjects 
were in negative nitrogen balance they felt miserable and had 
impaired appetites but that after nitrogen balance was re- 
established they again felt better and their appetites im- 
proved. 3 It is possible, therefore, that a similar mechanism 
may operate in the rats and that their disinclination to eat 
may be due largely to the fact that they actually feel too 
“sick” to be interested in food, even though they are severely 
undernourished and need the food to promote effective con- 
valescence. 

The possibility should also be considered that the loss of 
weight and the associated impairment of appetite accompany- 
ing acute amino acid deficiency might be due, indirectly, to 
the restricted intake of calories, vitamins and minerals. In 
order to test this possibility, protein-depleted rats were 
gastrostomized and then fed through the gastrostomy tube. 
Although these experiments are still in progress, evidence 
obtained thus far indicates that an adequate intake of calories, 


3 Personal communication from W. C. Bose. 
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vitamins and minerals lessens bnt does not prevent the weight- 
loss of acute amino acid deficiency. For example, 1 rat fed 
the ration A via gastrostomy for 10 days gained weight 
steadily; hut when tryptophane was removed from the ration 
he began to lose weight despite the fact that his caloric, vita- 
min and mineral intakes were unchanged. However, his weight 
loss was less than that of his control being offered the deficient 
ration ad libitum, thus suggesting that if acute amino acid 
deficiency induces some sort of “toxic” disturbance of internal 
metabolism, this is less severe in the presence of adequate 
calories, vitamins and minerals. At any rate, the mechanism 
responsible for the impaired appetite requires further study. 

These consequences of acute amino acid deficiency empha- 
size further some of the difficulties which hamper efforts to 
evaluate quantitatively by biological methods the nutritive 
potentialities of proteins. If only a few mg of any 1 of 9 
indispensable amino acids can determine either nutritive 
success or failure of a biological assay, it is not surprising 
that there should be so much controversy concerning the kinds 
of methods which should be utilized for determining protein 
quality. There is still no general agreement as to the nitrogen 
level optimal for protein-assay ; and no biological method has 
as yet been developed which can determine the concentrations 
of each individual amino acid in a test-ration. Ultimately, it 
may become necessary to ascertain the limiting level of each 
indispensable amino acid in the protein being tested rather 
than to determine this indirectly as is now done. Further im- 
provements in methods of amino acid analysis, both chemical 
and microbiological, may make this possible. Thus it may be 
possible to demonstrate absolute quantities of indispensable 
amino acids in a protein and their ratios one to another. Simi- 
larly, it may be possible to relate these values to those for the 
nonessential amino acids as well. However, even then, bio- 
logical methods will still be needed because of the fact that, 
as a consequence of heat-injury or processing alteration, cer- 
tain indispensable amino acids may be rendered metabolieally 
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non-utilizable even though they are demonstrable by amino 
acid analysis. 

It is of interest that these experiments failed to demonstrate 
the retarded -weight gains observed by others (Woolley, ’45; 
Rose and Womack, ’46) in young animals fed rations whose 
nitrogenous constituents came from hydrolyzed protein or 
from mixtures of purified amino acids. Although we know of 
no source of strepogenin in the materials used in the rations of 
our experiments it should be mentioned that the ration 3E, 
used for the depletion period, contained 1 % of Wilson’s 20: 1 
liver concentrate. It is possible, therefore, that strepogenin 
from this source might have been stored in the depleted rats 
so that no deficiency was apparent in the relatively short “re- 
pletion” period. Cary et al. (’46) have presented evidence 
that an unidentified accessory growth factor present in liver, 
casein and some other foods, may be stored by young rats. 
Our rats are almost full-grown and may not need exogenous 
accessory factors as do young rats. At any rate, our experi- 
ments agree with those of Rose that, with the exception of 
arginine, the same 9 amino acids essential for adequate growth 
in the young rat are also essential for effective weight- 
recovery and good appetite in adult protein-depleted rats. 

SUMMAKY 

Weight-recovery of comparable pairs of protein-depleted 
rats was determined while the animals were fed “amino acid 
rations” for a 10-day period. In most instances 1 rat was 
offered a ration containing a mixture of 16 amino acids pat- 
terned after the amino acid composition of casein while the 
second received the same mixture with one indispensable 
amino acid omitted. In most cases the rations were reversed 
for a second 10-dav period. In some experiments fewer amino 
acids were employed. The results may be listed as follows: 

1. Rats fed the amino acid ration containing 16 amino acids 
(ration A) gained weight rapidly, usually exhibiting as great 
or greater weight gains in 10 days as rats fed a ration con- 



82 


L. E. FRAZIER AND OTHERS 


taming an isonitrogen ous quantity of casein ; they also ate the 
ration completely. 

2. Omission, singly, of histidine, lysine, tryptophane, 
phenylalanine, methionine, threonine, leucine, isoleucine or 
valine from this ration led to marked loss of weight in a 10-day 
period, coincident with a prompt loss of appetite as evidenced 
by consumption of only from one-third to one-half of the daily 
ration offered. The weight loss in most cases was greater 
than that shown by comparable rats fed a low-protein basal 
ration for a similar period. When, however, the missing amino 
acid was added to the ration the rats quickly recovered lost 
appetite and rapidly regained lost weight. 

3. When arginine was omitted from the ration the rats 
gained weight at rates approximately equal to those of similar 
rats receiving the complete amino acid ration and their appe- 
tites were well-maintained. No histological differences in 
spermatogenesis could be seen after 30 days’ feeding of the 
respective rations. 

4. A ration containing only the 10 amino acids indispensable 
for rat growth, fed at a nitrogen level equivalent to that in 
ration A, supported a weight gain equal to or greater than that 
of similar rats receiving the 16 amino acids. Similarly, when 
only the 9 amino acids listed above were fed, an equivalent 
rate of weight gain was obtained. With both types of ration 
good appetites were maintained over a 20-day period. 

5. When 1 amino acid (lysine) was administered paren- 
terally and the others were consumed by mouth, the weight 
increase was comparable to that of rats receiving the complete 
ration by mouth ; good appetite was also maintained. When, 
however, salt solution was substituted for the lysine, both 
the animal’s weight and appetite declined. 

6. The rapidity with which appetite declines in these pro- 
tein-depleted rats after omission of any one of 9 indispensable 
amino acids from the ration suggests the development of a 
state of acute amino acid deficiency which can be corrected 
only by the addition to the ration of adequate amounts of the 
missing amino acid. Furthermore, no evidence of a need for 
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an accessory polypeptide factor or factors to promote effective 
utilization of these amino acids was demonstrated by these 
experiments in which the only supplementary constituents 
were pure crystalline vitamins. 

7. In the biological evaluation of protein, dilution of the 
test-protein to the point where acute amino acid deficiency 
occurs prevents an adequate quantitative, estimation of nutri- 
tive quality. It is suggested that ultimately it may become 
necessary to evaluate proteins in terms of the limiting action 
of each indispensable amino acid in the test-protein rather 
than to attempt to evaluate amino acid levels indirectly by 
current methods. 
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Because of tlie great interest in plasma protein production 
in acute and chronic states of hypoproteinemia, and in the 
correction of these conditions by means of orally and paren- 
terally administered mixtures of amino acids, it is important 
to know which amino acids are necessary for the production 
of plasma proteins. In the preceding paper the effects of 
various combinations of amino acids and of single amino 
acid deficiencies on weight recovery and diet consumption of 
the protein-depleted rat have been described (Frazier et ah, 
’46). In the present paper the influence of various amino 
acids on the fabrication of serum protein and of erythrocytes 
is described. 

EXPERIMENTAL PROCEDURES 

The present observations were made on the same animals 
used in the experiments described in paper I of this series. 
At the end of the protein-depletion period the rats were paired 

1 The subject matter of this paper has been undertaken in cooperation with 
the Committee on Food Research of the Quartermaster Food and Container In- 
stitute for the Armed Forees. The opinions or conclusions contained in this report 
are those of the authors. They are not to be construed as necessarily reflecting 
the views or indorsement of the War Department. 

The work has been aided, also, by the J ohn and Mary R. Markle Foundation, 
The National Livestock and Meat Board, The Douglas Smith Foundation for 
Medical Research of the University of Chicago, and the Allen B. Wrisley Company. 
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as described (Frazier et al., ’46) and on the first day of the 
experimental period blood volume, serum protein and hemato- 
crit determinations were made. The rats were then placed 
upon the test rations. At the end of 10 days these values were 
again determined, the diets of each pair of animals inter- 
changed and a third set of values obtained after a second 
10-day period. 

Total circulating serum protein (T.C.S.P.) and total circu- 
lating erythrocyte volumes (T.C.E.Y.) were computed from 
the determined values of total blood volume, plasma volume, 
serum protein and hematocrit. The determination of the blood 
volume using Evans Blue dye has been described in detail 
elsewhere (Benditt, Straube and Humphreys, ’46). The 
method as used in the present experiments differs only slightly 
from that described. The points of difference are (a) in the 
dilution of the blood used for estimation of the dye concen- 
tration, and (b) the protein used in the diluting fluid. In the 
present investigations 0.2 ml of oxalated whole blood was di- 
luted with 5.0 ml of diluting fluid which contained 2.0 gm of 
whole dehydrated beef plasma instead of the 2.0 gm of purified 
beef albumin described elsewhere. Serum proteins were de- 
termined by the method of Barbour and Hamilton (’26). 
Hematocrits were determined in capillary tubes as described. 

From the measured concentration of dye in 0.2 ml of blood 
the total blood volume was calculated, and from this and the 
hematocrit value the total circulating red cells and the plasma 
volume were estimated. From the plasma volume and serum 
protein concentration the total circulating serum proteins 
were calculated. 

RESULTS 

In table 1 are presented the mean values and their standard 
errors for the quantities of plasma volume, serum protein con- 
centrations, total circulating serum protein ( T.C.S.P. ), total 
circulating red blood cell volume (T. C. E. V.) and the body 
weight of a group of 8 animals fed the protein-free basal ra- 
tion (4E) for 10 days, and another group of 7 animals fed the 
9% casein ration (Cas) for 10 days. These data show a rea- 



AMINO ACID UTILIZATION 


87 


sonable constancy and compare favorably with other published 
figures on the same quantities measured in the rat (Metc-off 
and Favour, ’44). 

Table 2 presents the total circulating serum protein changes 
for the animals on the various diets. Column 1 contains the 


TABLE X 

Averaged data for rats fed basal 4E and 9% casein rations. 



PLASMA 

VOLUME 

SERUM 

PROTEIN 

TOTAL CIRCU- 
LATING SERUM 
PROTEIN 

total emeu- i 

LATINO RED I 
CELL VOLUME ; 

BODY 
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0 10 

Day 

0 10 

Day 

0 10 

Day i 

O 10 

Day 

0 10 


ml 

gm % 

mg 

ml 

gm 



Protein free (4*E) diet (8 animals) 


Mean 

6.31 5.90 | 

4.08 4.40 

258 257 

3.81 3.73 

160 145 

S.E. 

± .72 ± .51 i 

± .59 ± .37 

± 14 ± 13 

± .52 ± .66 
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9% casein (Cas) diet (7 animals) 


Mean j 

6.44 7.64 | 

4.20 5.81 

271 447 

3.67 5,71 ; 

159 197 
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± .66 ± .71 ! 

± .66 ± .44 
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± .66 ± .65 : 
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TABLE 2 

Changes in total circulating scrum protein. 


RATION 

4e 
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mg 

mg 

mg 
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mg 
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— 11 

212 

210 

— 73 

■ 27 

159 

Tryptophane 


— 36 

186 



— 96 

236 

Lysine 


— 1 

159 

143 

— 66 

— 15 

236 

Methionine 


25 

221 

196 

— 44 ; 

40 

108 

Histidine 


9 

144 

I 105 

— 12 1 

25 

175 

i Threonine 


14 

185 

145 

— 127 

— 7 

184 

Valine 


4 

111 

151 

— 60 , 

45 

178 

Leucine 


0 


229 

— 110 ; 

11 
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Isoleucine 




143 

— 49 j 

35 

137 

I Phenylalanine 




137 


151 1 


Arginine • 

Ave. 

! o 

174 

: 162 

— 68 

7 
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I- 

i 

S.E. 

± 20 

±15 

± 13 

± 13 

■ ± 15 

± 15 

j 


1 The value for the arginine-deficient animal was excluded from the average. 
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values for the animals fed the 4E diet for the first 10 days, 
column 2 the values for the animals fed the Cas diet for the 
same period. In column 3 are the gains of the animals fed the 
complete amino acid mixture (ration A) for the first 10 days 
following depletion. Column 4 contains the data for these 
same animals during the second 10-day period (10-20) during 
which they were fed a diet lacking in one of the amino acids. 
The missing amino acid is indicated in the extreme right-hand 
column. The fifth column contains data on the animals paired 
with those represented in the preceding 2 columns and fed the 
deficient amino acid ration in the first 10 days ; column 6 con- 
tains the data for the same animals when fed ration A in the 
second 10-day period. 

Rats on the 4E diet for the first experimental period (0 to 
10 days) had a mean change of 0 ± 20 mg in their T.C.S.P. 
Over a similar 10-day period the 7 animals on the Cas diet 
gained 174 ± 15 mg of protein in their circulation, almost 
doubling the amount which they had initially. With these 
values we can compare the performance of rats fed the other 
experimental diets. 

All animals fed ration A during the first 10-day period 
gained considerable quantities of total circulating serum pro- 
tein. The mean gain was 162 mg with a standard error of 
± 13 mg. In the second 10-day period when these same ani- 
mals were fed diets lacking one of the essential amino acids 
they all lost serum protein. The smallest loss was 12 mg, the 
largest 127 mg, the average 68. It is evident that after an 
initial feeding period the lack of one essential amino acid in- 
duces a greater loss in serum protein than in the animal at the 
end of a long period of protein depletion. The reason for this 
is not clear. It may be due to an increased metabolic rate re- 
lated to the repletion of body proteins and enzyme systems 
during the preceding 10-day period. 

When the initial diets lacked one of the essential amino 
acids, excluding arginine, diet consumption was markedly re- 
duced and there were minor losses or gains of total circulating 
serum proteins of the order of those observed in the animals 
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on the 4E diet. There was one exception, the animal fed ration 
A minus lysine apparently lost 96 mg of protein. The mean 
change for the group of 9 animals was + 7 ± 15 mg. These 
same animals in the second 10-day period eating ration A 
gained on the average 176 ± 15 mg of protein. The smallest 
gain recorded was 108 mg by the rat fed the histidine deficient 
diet during its initial period. 

The data (tables 2 and 3) on the animals used to test the 
indispensability of arginine show a striking difference from 
the data on the preceding 9 amino acids. The rat on the diet 
completely lacking arginine gained 151 mg of serum protein 

TABLE 3 

Total circulating serum protein and total circulating erythrocyte volume values 
for animals on diets lacTdng arginine and their controls. 


TOTAL CIRCULATING TOTAL CIRCULATING 

SERUM PROTEIN RED CELL VOLUME 


RAT NO. 

DIET 

0 

Day 

10 20 

30 

0 

10 

Day 

20 

. 30 


■ 

mg 

mg 

mg 

mg 

ml 

ml 

ml 

ml 

154-2 

Ration A 

256 

393 

| 479. 

\ 536 

3.6 
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6.9 

6.4 
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3.6 
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6.3 
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282 | 

433 

4.88 

559 

3.3 

4.8 

: 6.8 I 

6.2 

247-7 
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3.3 

5.3 

: 5.6 ’ 


247-3 

Ration C 

259 

| 429-! 

449 


3.4 

5.3 

j 5.3 , 



in the first 10-day period. Its control on ration A gained 137 
mg. In this instance the diets were not interchanged. In the 
second 10-day period the animal lacking arginine gained an 
additional 55 mg. After 30 days the test animal and its control 
had almost identical T.C.S.P. and T.C.E.V. values. 

Data on the behavior of the total erythrocyte mass are pre- 
sented in table 4. With no protein in the diet there was an 
average loss in 10 days of 0.1 ± 0.2 ml in total eii'culating 
erythrocytes. With 9% casein there was an average gain of 
2.0 ± 0.3 ml of red blood cells. On ration A there was a gain 
of 2.4 ± 0.1 ml in the first 10-day period. For the animals fed 
diets lacking one of the following : tryptophane, lysine, methio- 



90 


E. P. BENDITT AND OTHEES 


nine, histidine, threonine, valine, leucine, isoleucine, and 
phenylalanine, there were variable gains, or losses. With 
methionine and threonine absent the gains were 0.9 and 0.8 ml, 
respectively, not significantly greater than the greatest appar- 
ent gain (+ 0.7 ml) in the group of animals on the diet com- 
pletely lacking protein. Also their paired controls fed the 
same diets lacking methionine and threonine in the second 
10-day period had the largest losses in circulating erythrocyte 

TABLE 4 


Gains or losses in total circulating red cell volume. 


RATIOS’ 

4 E 

CAS 

RATION 

A 

RATION 

A 

MINUS 

RATION 

A 

MINUS 

RATION 

A 


PERIOD 

(days) 

0-10 

0-10 

0-10 

10-20 

0-10 

10-20 



ml 

ml 

ml 

ml 

ml 

ml 

The missing 
amino acid 


— 0.7 

2.4 

2.1 

— 0.7 

0.1 

1.5 

Tryptophane 


— 0.3 

1.7 



0.2 

1.1 

Lysine 


— 0.3 

1.5 

2.7 

— 1.1 

0.9 

1.6 

Methionine 


— 0.4 

2.3 

1.9 

— 0.2 

— 0.2 

1.3 

Histidine 


0.0 

2.4 

2.8 

— 0.9 

0.8 

1.9 

Threonine 


0.5 

2.5 ; 

2.0 

0.5 

0.2 

1.8 

Valine 


0.7 

1.5 

1.9 

— 0.1 

! —0.4 

1.3 

Leucine 


— 0.2 1 


3.0 

CO 

o 

1 

0.4 

1.9 

Isoleucine 


; ' ' , . • 1 


2,8 

— 0.6 

0.3 

1.4 

Phenylalanine 


j , '■■■■/ 


2.5 


1.5 1 


Arginine 

Ave. 

-0.1 | 

2.0 

2.4 

— 0.5 

0.3 

1.5 


S.E. 

± 0.2 . 

± 0.3 

± 0.1 

± 0.2 

± 0.1 

± 0.1 



1 The value for arginine-deficient animal was excluded from the average. 


volume of all the group. All animals with the exception of 
the one lacking valine which were fed ration A minus one 
amino acid in the second experimental period, lost circulating- 
erythrocytes. With valine absent there was a slight apparent 
gain of -f- 0.5 ml. The animal lacking arginine again per- 
formed quite differently, gaining 1.5 ml of erythrocytes in the 
first 10-day period. This is somewhat less than the smallest 
gain of 1.9 ml or than the mean gain of 2.4 ml among the 
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animals on ration A in the first period. But at 20 and 30 days 
the gain of T.C.E.Y. of the arginine deficient animal equaled 
that of its paired control (see table 3). 

The evidence from the weight gains, food consumption, 
gains of serum protein and hemoglobin described above, 
demonstrated that arginine was dispensable for the recovery 
of the hypoproteinemic rat. Therefore ration C was prepared 
and fed to 2 animals as described (Frazier et al, ’46). The 
total circulating serum protein and erythrocyte volume 
changes are tabulated in table 3. The rats fed 9 “essential” 
amino acids (arginine absent) fabricated serum proteins about 
as well as the animals fed 16 amino acids over a 10-dav inter- 
val. Red blood cell volumes in these animals equaled those of 
the rats on the casein diet but were poorer than those of the 
animals on ration A. The difference is not statistically signifi- 
cant with so small a number of animals. 

DISCUSSION 

Several workers have demonstrated that protein hydroly- 
sates can maintain nitrogen balance and induce increases in 
the concentration of serum proteins in adult humans, children 
and dogs. Only one group of workers (Madden et al., ’43, ’44, 
’45) has systematically attempted to determine the amino 
acids essential for the production of serum proteins. This 
group has shown that in the protein-depleted dog the 10 es- 
sential amino acids of Rose ( ’38) will induce and maintain the 
abundant formation of plasma proteins, and maintain positive 
nitrogen balance for long periods of time. The deletion of 
single essential amino acids from their mixtures led in some 
cases to negative nitrogen balances and weight loss, with con- 
tinued plasma protein production, in others to sharp decreases 
in protein production with continued positive nitrogen bal- 
ances. The omission of arginine (Madden et al., ’43) from the 
diet caused the least disturbance of any of the “essential” 
amino acids they had tested to that time. There was a slow fall 
in serum protein production but nitrogen balance was main- 
tained for the 2-week period. This is not dissimilar from the 
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data presented above except in the behavior of the serum 
proteins. It is apparent that the rat receiving no arginine in 
his diet over a period of 30 days gained weight, total circu- 
lating protein and erythrocytes at a rate comparable, in fact, 
almost identical with its paired control. It would appear, 
therefore, that arginine is not essential for the production 
of serum proteins or erythrocytes in the adult hypoproteinemic 
rat. This is borne out by the data on the animals fed 9 ‘ ‘ essen- 
tial” amino acids (arginine absent) as practically the sole 
amino nitrogen source. 

Diet consumption with these amino acid mixtures has been 
described in paper I of this series. One must, of course, con- 
sider the total nitrogen intake in relation to the gains or 
losses of protein and erythrocytes as well as body weight. 
As noted in the preceding publication, with a deficiency of 
one of the essential amino acids diet consumption followed a 
particular pattern from day to day and was far below that 
of the complete mixture except in the absence of arginine. 
Because of the low diet consumptions it is difficult to say 
exactly what the losses in serum proteins mean. One can cal- 
culate the ratio of output of serum protein to intake of protein 
in those instances where there was a positive output. Thus 
the mean output of serum proteins in mg gained per gm of 
protein eaten was 13.2 with a range of 8.1 to 16.1 for the 
animals on the complete mixture for the first 10-day period. 
Compared with this the animal lacking tryptophane had a 
ratio of 4.2, lacking histidine 4.6, threonine 7.3, leucine 12.8, 
isoleueine 3.3, phenylalanine 12.1. The other animals had 
negative values for this ratio which, of course, have no real 
significance. In the case of the individual lack of tryptophane, 
histidine, threonine and isoleucine this ratio is well below 
the average for animals fed ration A and less than the per- 
formance of the poorest animal in that group. But in the ease 
of the leucine and phenylalanine deficiencies the ratio of pro- 
duction to intake approximates that of the complete diets 
despite the extremely low intake (3.5 and 2.9 gni of protein 
(N 2 X 6.25) ). In view of the small number of animals on each 
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deficient diet and tfie curious behavior of the animals with 
respect to the diet consumption an evaluation of the biological 
effects of the deficiency of single essential amino acids must 
await further study. 

SUMMARY AND CONCLUSIONS 

Protein-depleted rats can synthesize new plasma protein 
and erythrocytes on a diet in which the sole source of amino 
nitrogen is a mixture of crystalline amino acids. The mixture 
includes tryptophane, lysine, methionine, histidine, threonine, 
valine, leucine, isoleucine, phenylalanine, and arginine, in 
relative proportions equivalent to those found by chemical 
analysis of casein. Small amounts of 6 non-essential amino 
acids w r ere added to bring the nitrogen level to the equivalent 
of 9% protein (N X 6.25). Moreover, synthesis occurs to an 
extent comparable to that produced by a diet containing casein 
at an equivalent nitrogen level. With synthetic diets identical 
to the above, but lacking one of the above mentioned amino 
acids other than arginine there is poor diet consumption and 
no significant gain in serum protein, just as with the complete 
absence of protein from the diet. The same is true concerning 
the production of erythrocytes. On a synthetic amino acid diet 
entirely lacking arginine a rat can synthesize proteins and 
erythrocytes to an extent equalling that produced by casein 
or amino acid mixtures at equivalent nitrogen levels and 
containing all essential amino acids including arginine. 
Furthermore, the first mentioned 9 amino acids alone can 
act as a nitrogen source capable of inducing the formation of 
serum proteins to an extent comparable to that found with the 
mixture of 16 amino acids (ration A or “synthetic casein”) 
or the natural protein. Therefore, it can be said that 9 amino 
acids only are indispensable in the hypoproteinemic rat for 
the construction of serum protein and erythrocytes. 
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RELATIVE ACTIVITY OF THE TOCOPHEROLS 
IN CURING MUSCULAR DYSTROPHY 
IN RABBITS 1 
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Research Laboratories, Distillation Products, Inc., Rochester, Netr Tort 

THREE FIGURES 

(Received for publication September 12, 1946) 

Nutritional muscular dystrophy in herbivora can be pre- 
vented or cured by a-tocopherol, but we can find no reports 
on the effectiveness of 3- or y-tocopherol relative to the alpha 
form. This information is essential for 2 reasons: First, the 
development of a bioassay using dystrophic rabbits or guinea 
pigs requires such knowledge, and second, the comparative 
physiology of vitamin E action may be better understood 
when the relative activity is known of the several toeopherols 
in curing such apparently unrelated syndromes as fetal re- 
sorption of rats and dystrophy of rabbits. 

The high urinary excretion of creatine associated with 
muscular dystrophy rapidly falls to normal when a-tocopherol 
is given. This observation led Mackenzie and McCollum ( ’40) 
and Eppstein and Morgulis (’42) to suggest this as the 
criterion in a semi-quantitative bioassay procedure for vita- 
min E. A complicating factor demonstrated by Mackenzie 
et al. ( ’41) is the sensitivity of the a-tocopherol requirement 
of the rabbit to variations in intake of the cod-liver oil used 
to accelerate the onset of dystrophy. Is this effect due to the 
highly unsaturated fat acids in the oil? And, if so, would the 
highly unsaturated fat acids in vegetable oils have a similar 
action? 

1 Communication No. 101 from the Laboratories of Distillation Products, Inc., 
Rochester, N. T. 
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EXPERIMENTAL 

Young- male New Zealand White rabbits weighing 600 to 
900 gm were transferred gradually over the course of 10 days 
from a complete diet of ground rabbit chow to a vitamin E- 
low ration. The composition of the diets is given in table 1. 
Symptoms of muscular weakness began to appear in 7 to 18 
days on either diet 38 or diet 381. 

In the work to be reported creatinuria has been adopted as 
the criterion for the estimation of the severity of muscular 
dystrophy. Creatine and creatinine were determined daily 


TABLE X 

Percentage composition of diets. 



381 

DIET 

38 

3 8- A 

Commercial casein 

12 

15 

15 

Dry skim milk 

15 



Dextrin 

36 

51 

51 

Sucrose 

10 



Brewer's yeast 

8 

10 

10 

Salt mixtures 

4 

6 

6 

Cellulose 

7 

10 

10 

Lard 

6 

6 

6 

Cod-liver oil 

2 

2 



by the method of Folin (’14), adapted to the Evelyn colori- 
meter. Creatinuria is expressed numerically as the ratio of 
the total creatinine (creatine plus creatinine) to preformed 
creatinine, rather than as the absolute values for 24-hour 
excretion. This is essentially the method used by Eppstein 
and Morgulis ( ’42) and has the advantage of not requiring a 
large number of metabolism cages. The procedure assumes 
that the creatinine excretion is constant and is unaffected by 
the dystrophic condition. This is not strictly true, since 
Mackenzie and McCollum (’41) have shown variations in the 
creatinine excretion curve ranging from a maximum of about 
30 mg daily during dystrophy to about 22 mg daily in the 
normal rabbit. However, with creatine values of 70 to 90 mg 
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during dystrophy, falling to less than 10 mg daily in the nor- 
mal rabbit, this slight creatinine variation does not seriously 
interfere with the ratio method of following the dystrophic 
condition. 

A numerical creatinuria-ratio value of “1” indicates no 
creatine. A value of less than 1.3 is considered normal. When 
the ratio value has risen to about 4, a single dose of a curative 
test substance is given and the creatinuria ratios are deter- 
mined daily until dystrophy has again set in. A single rabbit 
is often used for as many as 5 determinations, but deaths 
are common since it is difficult to determine when a rabbit has 
gone beyond the response stage. Occasionally it appears that 
supplement administration precipitates a complete, spastic 
“paralysis” in which the animal’s body is entirely non- 
flexible and it is unable to raise its head to eat. This con- 
dition lasts for several days before death. a-Tocopherol given 
by mouth or subcutaneous injection of a-toeophervl phosphate 
is of no benefit. 

The response resulting from a test substance is taken as 
the number of days between dosage and the time when the 
creatinuria ratio has reached the same level as at the dosage 
point. This procedure eliminates some of the effect of 
creatinine variation, since the animals presumably have the 
same degree of dystrophy at both time points. 

A typical example of the growth and creatinuria response 
to a-tocopherol is shown in figure 1. A certain degree of 
correlation can be noted between the growth effects and the 
creatinuria ratio responses. As pointed out by Mackenzie et 
al. (’40), creatinuria is the most dependable symptom of 
vitamin E deficiency in rabbits and precedes both the weight 
change and the physical symptoms. Although creatinuria may 
result from causes other than vitamin E deficiency, we feel 
that this possibility can be ignored here because all rabbits 
are subjected to at least 1 cure with a-tocopherol. 

The tocopherol compounds to be tested were dissolved in 
U.S.P. olive oil, in such concentrations that between 4 and 8 
drops (0.1 to 0.2 gm) delivered from a specially calibrated 
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dropper would furnish the desired quantity. Calibration was 
made by weight and by the Emmerie-Engel reaction for fat- 
soluble reducing substances. The materials tested were 
natural d,a-, 0-, and y-toeopberol prepared by Dr. Karl Meng 
in this laboratory, the synthetic dl,a- and y-tocopherols, 2, and 
d,a-tocopheryl phosphate of 70% purity used in water solution. 



Fig. 1 Typical growth responses and changes in creatinurea index induced by 
oral administration of a-toeopherol. In some instances vitamin E was fed in a 
single dose and in others it was fed daily for 2 weeks. 

Response to d, a-tocopherol 

Several levels of d, a-tocopherol varying from about 2 to 
24 mg were fed. in single doses to dystrophic rabbits. The 
ereatinuria ratio curves were determined as outlined in the 
previous section. Dosages are expressed in terms of milli- 
grams per kilogram of body weight at the time of dosage. 
The responses (days cured) were obtained from the ratio 
curves. , .y . - 


2 Merck. 



TOCOPHEROL ACTIVITY IN DYSTROPHY 


99 


From the results tabulated in table 2 it appears that the 
responses are a linear function of the logarithm of the dose 
(mg/kg body weight) ; on diet 38 the average constant, K, 
(response/log dose) is 12.5 ± 3.1 (S.D.) while on diet 381 
the value is 15.7 ± 1.8 (S.D.). These values correspond with 

TABLE 2 


Dose-response relations on feeding single doses of d,a-toeopherol 
to dystrophia rabbits. 


BODY WEIGHT 

DOSE 

DOG DOSE 

RESPONSE 

K ' 

kg 

mg/ kg 

A. Diet 38 

days 

days cured 
lag dose ' 

0.60 

3.54 

0.549 

5.8 

10.6 

0.65 

3.28 

0.516 

6.7 

13.0 

0.64 

6.65 

0.823 

9.0 

10.9 

0.80 

5.30 

0.724 

13.0 

17.9 

0.71 

6.00 

0.778 

8.0 

10.3 

0.55 

15.40 

1.188 

10.5 

8.9 

0.60 

14.20 

1.152 

13.3 

11.5 

0.70 

12.1 

1.083 

18.7 

17.3 

0.95 

21.2 

1.326 

16.6 

12.5 

0.75 

22.6 

1.354 

21.4 

15.8 

0.80 

21.2 

1.326 

11.5 

8.7 





12.5 ± 3.1 (S.D.) 



B. Diet 381 



1.08 

22.20 

1.346 

24.0 

17.8 

1.06 

9.42 

0.974 

15.0 

15.4 

1.21 

8.25 

0.917 

12.2 

13.3 

1.37 

14.60 

1.164 

17.5 

15.0 

1.41 

4.26 

0.629 

9.5 

15.1 

1.07 

18.70 

1.272 

22 8 

17.9 

15.8 ± 1.8 (S.D.) 


an average daily curative' dose of 1.2 and 1.1 mg a-toeopherol, 
respectively. Diet 38 has been used for the remainder of the 
work to be reported, but it appears that diet 381 has many 
points of superiority, chief of which is the smaller coefficient 
of variation in response and the better growth and general 
health obtained. 
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Since tie apparent curative dose of a-tocopberol is about 
1.1 mg’/kg daily, a dystrophic rabbit was given a suboptimal 
dosage of 0.7 mg of d,a-toeopherol daily for 11 days. As shown 
in figure 1 the creatinuria declined but was not completely 
cured. After cessation of dosage the creatinuria rose almost 
immediately. A larger daily dose (1.4 mg) of a-tocopherol 
brought about a more effective cure. 


TABLE 3 

Activity of various tocopherols in terms of d, a-tocopherol equivalence . 


BODY WT. 

.OF RABBIT 

DOSE 

LOG 

DOSE 

DAYS 

CURED 

d, a-TOCOPHEROL 

EQUIVALENCE 

kg 

mg /kg 


dl,a~Toeopherol 

mg /kg 

% 

1.05 

16.0 

1.204 

13.0 

11.0 

68.8 

0.95 

11.8 

1.072 

8.6 

4.9 

41.5 

0,80 

17.5 

1.243 

15.4 

17.0 

97.7 

1.20 

9.4 

0.973 

8.3 

4.7 

48.9 

0.92 

12.2 

1.086 

12.2 

9.5 

77.9 

1.30 

10.8 

1.033 

13.0 

11.0 

101.9 

1.04 

10.8 

1.033 

14.6 

14.8 

136.1 




d, /3-Tocopherol 

Average 

81.8 ± 12.4 (S.E.) 

0,75 

14.7 

1.167 

7.7 

4.2 

38.5 

0.80 

14.0 

1.146 

7.9 

4.3 

30.7 




d, 7 -Tocopherol 

Average 

29.6 

0.60 

33,4 

1.524 

7.7 

4.2 

12.6 

0.65 

30.8 

1.489 

10.5 

7.1 

23.1 

0.60 

16.7 

1.223 

7.2 

3.8 

22.8 




dl, 7 -Tocopherol 

Average 

19.5 

0.75 

40.0 

1.602 

3.0 

1.7 

4.3 

0.60 

83.2 

1.920 

8.9 

5.2 

6.2 

1.25 

40.0 

1.602 

7.6 

4.1 

10.2 





Average 

6.9 
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Response to other tocopherols 

Harris, Jensen, Joffe and Mason (’44) noted that dl,a- 
tocoplaerol was only 66% as active as d, a-tocopherol in pre- 
venting resorptive sterility in rats. A similar difference in 
the anti-dystrophy potency of these 2 substances has been 
observed, as shown in table 3 ; the racemic mixture has, on the 
average, 82% of the activity of the natural enantiomorph. 
However, the variations are large. By the statistical “t” test 
of Fisher the difference is only significant at a level of 
P = 0.2 (80 chances in 100 that the difference is significant). 
The average K value of 12.5 as obtained is. table 1 was used 
in calculating the results since these rabbits were on diet 38 . 

The natural d,y-tocopherol is almost 3 times as active as 
the synthetic dl,y-tocopherol in curing dystrophy (table 3 ). 
The synthetic y- has about 8.5% of the activity of synthetic 
a-, and the natural y- has about 20% of the activity of the 
natural a-. A small part of the difference between natural 
and synthetic y-tocopherols can be attributed to a-tocopherol 
remaining in the former. 

The natural d, 3-tocopherol shows about 30% of the activity 
of the d, a-tocopherol. 

In general, the activity of the various forms of tocopherol 
shows much the same relationship in the cure of dystrophy in 
rabbits as in the prevention of resorption in pregnant rats 
(Harris et ah, ’44). 

Response to d, a-tocopheryl phosphate administered 
orally and parenterally 

Injections of a-toeopherol or a-tocopheryl acetate are of 
little or no benefit in curing muscular dystrophy in the rabbit 
(Mackenzie and McCollum, ’41; Eppstein and Morgulis, ’ 41 ). 
Injections of cl, a-tocopheryl phosphate, on the other hand, are 
somewhat more active than the oral administration of dl,a- 
tocopheryl acetate (Eppstein and Morgulis, ’ 42 ). 

We have fed and injected d, a-tocopheryl phosphate into 
dystrophic rabbits with the following results: Orally the 
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tocopheryl phosphate was 35% more potent than equivalent 
doses of d,a-tocopherol. When the phosphate was injected 
intramuscularly cures were obtained, but the creatinuria ratio 
curves were of such a character as to make quantitative inter- 
pretation difficult. Three of these curves are shown in figure 2. 



Fig. 2 Typical response, creatinurea ratios, obtained in rabbits injected with 
d,a-toeopheryl phosphate. 

It will be noted that the urinary creatine falls to a normal 
level much more slowly than after oral tocopherol administra- 
tion. Similarly the recurrence of dystrophy is sluggish. In 
the case of the first 2 animals in figure 2, the gain in body 
weight during the 30 and 34 days following tocopheryl phos- 
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pliate injection was 300 and 360 gm, respectively. The rabbits 
then began to lose weight with little or no change in their 
level of creatine excretion. After becoming extremely emaci- 
ated they died by the end of the second month without again 
developing more than a trace of muscular weakness. There is 
no way in which their creatinuria ratio curves can be quanti- 
tatively interpreted according to the formula used in the 
previous section. If the recurrence of dystrophy is taken as 
the point where weight loss sets in, the activity of the injected 
tocopheryl phosphate may be calculated at 50 and 53 times 
more active than d,a-tocopherol given orally, and about 6 times 
more active in the case of the third rabbit of figure 2. 

Effect of unsaturated fats on 'production of dystrophy 

The vitamin E requirement of several species is known to 
be increased by the inclusion of unsaturated fats in the diet. 
Gottlieb et al. (’43) showed this for rats using tocopherol- 
free cottonseed oil. Dam ( ’44) studied the effect of highly 
unsaturated fractions of hog-liver fat on the vitamin E needs 
of chickens. Mackenzie and McCollum (’41) have shown that 
cod-liver oil increases the vitamin E requirement of rabbits 
and aggravates the dystrophic condition. 

Figure 3 illustrates the rate of onset of dystrophy in rabbits 
as influenced by unsaturated fats, using the creatinuria ratio 
as the criterion. For this series 38-A was used (diet 38 with 
the cod-liver oil omitted). Young rabbits were transferred to 
this diet in the usual way. The various oils tested were fed 
daily from a hypodermic syringe in quantities of 1.2 ml. All 
oils were fortified with a concentrate of vitamins A and D to 
the level of cod-liver oil. The control receiving no oil was fed 
an equivalent amount of the A and D concentrate by dropper 
weekly. The oils used were freed of their tocopherols by 
molecular distillation. 3 

From the results shown in figure 3 it is apparent that the 
vitamin-free soybean and corn oils and corn oil plus 0.1% 

J This was kindly done for us by Mr. E. Barnitz of this laboratory. 
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hydroquinone were as effective as cod-liver oil in inducing 
dystrophy. Tile feeding of the oils was stopped on the six- 
teenth day. It is interesting to note that the creatine excre- 
tion dropped toward normal when the oil was stopped, showing 
more clearly a direct relation of the oils to the condition of 
dystrophy. After a temporary recession the creatinuria set 
in again without restitution of the oils. 



Fig. 3 Changes in ereatinurea ratios of rabbits fed 1.2 ml daily of various oils. 
Unsaturated vegetable fats are as effective as cod liver oil in inducing ereatinurea 
(muscle dystrophy). 
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DISCUSSION 

The natural d,a-, (3-, and y-toeopherols show anti-creatinuria 
activity in the ratio of 1.0, 0.3, and 0.2, respectively. The 
synthetic dl,a- and y-tocopherols are less active than the 
natural forms. These relative activities are of approximately 
the same order and degree as has previously been found for 
the prevention of fetal resorption in rats (Harris et ah, ’44). 
The relative activities are also in the same order as their 
antioxidant potencies in vitro, as determined by Hove and 
Hove (’44). 

The cure of the creatinuria of dystrophic rabbits following 
injection of d,a-tocopheryl phosphate shows an interesting 
situation. It appears that the injected tocophervl phosphate 
is less readily available to the animal than tocopherol given 
orally. This is shown by the slow fall of creatine excretion. 
However, the activity is maintained over a much longer period 
than would be expected, and recurrence of dystrophy occurs 
very slowly. The animals may be said to be in a chronic state 
of dystrophy. Possibly these results indicate that the phos- 
phate is not the physiologically necessary form of the vitamin. 
An alternate explanation is that the phosphate becomes bound 
to protein near the site of injection and is liberated slowly 
over a long period of time. A search for tocophervl phosphate 
esterases in animal tissues might throw some light on this 
situation. 

The interrelation of unsaturated fats and tocopherol has 
been emphasized by showing that the dystrophy-inducing 
properties of cod-liver oil are shared by tocopherol-free soy- 
bean oil and corn oil. The reverse of this interrelation, wherein 
tocopherols protect or spare essential unsaturated fat acids 
has recently been shown by Hove and Harris ( ’46). 

In its present form the cure of dystrophy in rabbits does 
not offer special advantage as a bioassay procedure for vita- 
min E. Although it is more rapid, it lacks precision and is 
somewhat more laborious than the fetal resorption method 
using rats. 
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SUMMARY 

1. The relative activity of natural a-, (3-, and y-tocopherols 
in the cure of creatinuria associated with muscular dystrophy 
in rabbits has been found to be 100, 30, and 20, respectively. 

2. The minimum curative dose of natural (d) a-toeopherol 
was 1.1 mg per kilo of body weight per day. For synthetic 
(dl) a-tocopherol the minimum curative dose was 1.4 mg per 
kilo per day. 

3. The anti-dystrophy potency of synthetic dl,y-tocopherol 
was about 30% that of natural d,y-tocopherol. 

4. d,a-Tocoplieryl phosphate injected intramuscularly into 
dystrophic rabbits brings about a slower but longer-lasting 
cure. The possible significance of this is discussed. 

5. Tocopherol-free corn and soybean oils are as effective as 
cod-liver oil in accelerating the onset of nutritional muscular 
dystrophy. 
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Efforts to assess the nutriture of children with respect to 
iron have usually been limited to studies of hemoglobin con- 
centration and of dietary intakes. Both of these methods have 
recognized limitations and the interpretation of the data 
obtained is often controversial. Thus, hemoglobin concentra- 
tions below arbitrary limits varying from 10 to 14 gm per 
100 ml have been interpreted as signifying anemia (Committee 
on Diagnosis and Pathology of Nutritional Deficiencies. ’43) 
and dietary intakes less than the Recommended Dietary Al- 
lowances have been cited as evidence of iron deficiency states, 
although these Recommended Allowances were purposely set 
at a high level and the estimates of allowances for children 
were based on rather meager data (Pood and Nutrition Board, 
National Research Council, ’45). 

These considerations have prompted us to organize a pilot 
study of the absorption of radioactive iron by a group of 
school children (Darby, Hahn, Steinkamp and Kaser, ’46). 

1 This study was supported by grants from the Nutrition Foundation, Inc., the 
International Health Division of The Rockefeller Foundation, and the Tennessee 
Department of Public Health. 
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The data accumulated in this study have not revealed the 
presence of any considerable degree of iron deficiency among 
the children studied, but the study has given a new approach 
to the problem of iron requirements. This study has demon- 
strated for the first time the feasibility of employing isotopes 
in large-scale surveys of the nutriture of populations and has 
led to the institution of a more extensive similar investigation- 
of the iron requirements during pregnancy (Vanderbilt Co- 
operative Study of Maternal and Infant Nutrition, to be 
published) 

EXPERIMENTAL 

Two grade schools for white children in Nashville, Tennes- 
see, were selected to obtain the extremes of economic group- 
ings. School C served a low economic area, School R a high 
economic district. Some characteristics of the two school dis- 
tricts are compared in the data of table 1 derived from the 
sixteenth census of the U.S. (’42). The total number of sub- 
jects examined were 259 and comprised 88% of the second and 
third grade pupils in School R and 92% of the pupils in the 
same grades in School C. All studies were made between 
January 22 and March 31, 1945. 

The following observations were made on each child : a physi- 
cal examination, laboratory determinations on venous blood 
of total hemoglobin (Evelyn and Malloy, ’38; Rubicon Com- 
pany, no date), packed cell volume (Wintrobe, ’33), serum 
albumin (micro-Kjeldahl procedure), serum vitamin A (Kaser 
and Stekol, ’43) and ascorbic acid (Bessey, ’38), and the cal- 
culation of a 7-day food intake record ( Steinkamp, Robinson 
and Kaser, ’45). Measurement of the radioactive iron absorp- 
tion was completed as follows on 188 of the subjects, 2 176 
of whom were aged 7-10 years. A known aliquot of 2-3 mg 
of ferrous chloride containing Fe 59 , 47-day half life, reduced 

3 The number of subjects upon whom the iron studies were completed is smaller 
than the total number of children examined because of unavoidable losses of 
samples, of inability to complete the studies on some children due to absenteeism, 
moving from the area, etc. There was no purposeful selection of the subjects 
for iron absorption studies and no evidence of the occurrence of unconscious 
selection. 
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with a slight excess of ascorbic acid, was given orally. This 
was dispensed in a cup of lemonade and the cup was then 
rinsed by a second serving of the beverage without added iron. 
The test dose was administered at least an hour before or 
after lunch. Two to 4 weeks later another 10-ml sample of 
venous blood was taken for estimations of the radioactivity 

TABLE 1 


Population and housing characteristics of school districts R and C , Nashville, 
Tennessee, according to the U . S. census of 1940. 


CHARACTERISTIC 

. NUMBER OF INDIVIDUALS j 

i PER CENT OF TOTAL 

District R j 

District C j 

! District R j 

District C 

I Major occupation group 

Total in occupation group 

2,162 

4,271 

'■ ■ i 

! 100.0 

100.0 

Professional workers 

311 

57 

; 14.4 ! 

1.3 

Semi-professional workers i 

41 

26 

1.9 : 

0.6 

Proprietors, managers, 
officials 

534 

196 

24.7 

4.6 

Clerical, sales, and kindred 
workers 

884 

742 

1 ■ 

40.9 

17.4 

Craftsmen, foremen, and 
kindred workers 

| 101 

728 

4.7 

| 17.0 

Operators and kindred 
workers 

51 

1,360 

2.4 

31.8 

Domestic service workers 

152 

349 

7.0 

8.2 

Service workers, except 
domestic 

66 

355 | 

3.0 

8.3 

Laborers 

7 

432 

0.3 

! 10.1 

Occupation not reported 

15 

26 j 

0.7 

: 0.6 

II Population by race 

Total 

5,161 

13,239 

" ' ■ 

ioo.o ! 

100.0 

White 

4,977 

11,456 

96.4 | 

86.5 

Colored 

[ 184 

1,783 ! 

3.6 : 

13.5 

III Per cent of dwelling units 
owner-occupied 

! ■ 

.... | 

52.7 

8.6 

IV Median contract or estimated 
monthly rent of all dwell- 
ing units (dollars) 

- 

49.79 

13.96 ! 



V Per cent of dwelling units 
needing major repairs 


v. j 

2.5 

1 18.6' 

! 
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of hemoglobin iron and, simultaneously, the packed cell volume 
and the hemoglobin concentrations were again determined. 
The estimations of radioactive iron were made as described 
elsewhere (Hahn, ’45 ; Hahn, Jones, Lowe, Meneely and Pea- 
cock, ’45). 

From the packed cell volume and the body weight data the 
total red cell mass was estimated by the formula of Balfour, 
Hahn, Bale, Pommerenke and Whipple ( ’42) : 

Body weight in kg X 80 X venous hematocrit reading X 0.75 = Estimated cell 

mass 

The total radioactivity of the circulating hemoglobin iron 
was then calculated and the percentage absorption of radio- 
active iron estimated. In this estimation the two assumptions 
were made that most of the absorbed iron was converted to 
the iron of the hemoglobin of the circulating red cells and that 
the iron was not excreted. These assumptions have been dem- 
onstrated to be valid for adult iron deficient animals (Hahn 
and Whipple, ’36 ; MeCance and Widdowson, ’37 ; Miller and 
Hahn, ’40; Hahn, Bale, Boss, Hettig and Whipple, ’40; Hahn, 
Bale, Hettig, Kamen and Whipple, ’39 ; Cruz, Hahn and Bale, 
’42; Moore, Dubach, Minnich and Boberts, ’44), although the 
validity has not been tested for the growing organism. 

RESULTS AND DISCUSSION 

That there existed a pronounced difference in the economic 
levels of these two groups of children is apparent from the 
data of table 1. The children in School B, the economically 
higher district, had more abundant intakes of calories, protein, 
vitamins, and minerals than did those of School C. Likewise 
they showed greater body weights for their ages and higher 
levels of serum ascorbic acid and carotene (table 2). By all 
measures the children of School B were abundantly nour- 
ished. Despite these differences, the differences in mean hemo- 
globin concentrations by sex for the ages 7 to 10 are but on the 
borderline of statistical significance (table 3). The differences 
by sex at the individual ages are significant only for 10-year 
old boys and 7-year old girls, although the numbers are small 
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TABLE 2 

Comparison of mean nutritional assessments of children in schools E and C, 
Nashville , Tennessee , 1945. 


SCHOOL R SCHOOL C 


ASSESSMENT 

No. of 
chil- 
dren 1 

Sex 

Mean ± S.E. 

No. of 
chil- 
dren. 1 

Sex 

Mean ± S.E. 

Per cent of standard weight 

60 

MF 

105.0 ± 1.6 

199 

MF 

97,2 ± 0.7 

Calculated daily intake 







Calories 

26 

M 

1931 ± 73 

82 

M 

1842 ± 43 

Calories 

30 

F 

1850 ± 58 

102 

F 

1745 i: 88 

Protein (gm) 

56 

MF 

68.2 ± 1.7 

184 

MF 

59.5 ± 1,1 

Calcium (mg) 

56 

MF 

1193 ± 34 

184 

MF 

889 ± 23 

Iron (mg) 

56 

MF 

11.7 ± 0.36 

184 

MF 

10.8 ± 0.19 

Total vitamin A (LIT.) 

56 

MF 

6429 ± 436 

184 

MF 

3793 ± 169 

Ascorbic acid (mg) 

56 

MF 

67.2 ± 8.7 

: 184 

MF : 

36.6 ± 1.6 

Laboratory findings 







Serum ascorbic acid 
(mg/100 ml) 

Serum carotene 

47 

MF 

0.814 ± 0.07 

1 187 ! 

MF 

0.493 ± 0.03 

(fig/lQQ ml) 

Serum vitamin A 

52 

. MF 

; 

152 ± 7.3 

181 

. 

; mf 

96 ± 8.0 

(I.U./100 ml) 

Serum albumin 

50 

■■ . I 

MF 

; 

93 ± 3.6 

| 172 

1 MF 

95.7 ± 2.3 

(gm/100 ml) 

i 46 

' MF 

4.96 ± 0.037 

190 

MF 

| 4.97 ± 0.022 ’ 


1 Some of the data on certain children were incomplete ; hence, the variations in 
the numbers. 


and there is a general trend toward slightly lower values in 
School C. We do not feel that the magnitude of these differ- 
ences is great enough to indicate a physiologically important 
distinction between the 2 schools. It is apparent from figure 2 
that there existed no consistent differences in the radioiron ab- 
sorption of the children in the 2 schools. Hence, for pur- 
poses of further analyses we have combined the data on 
children from the two schools. 

The mean hemoglobin values (table 3) are essentially iden- 
tical with the means for children in elementary and secondary 
schools, preparatory boarding schools, and public schools in 
Great Britain in 1943 (Committee on Haemoglobin Surveys, 



Mean hemoglobin concentrations of children , x age 7-10 years , schools C and JR, Nashville, Tennessee, 1945. 
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’45), with the values recorded by Macy (’46) for healthy 
children, and with the mean levels of similarly aged children 
in British Columbia (Pett and Hanley, ’46), and with those 
compiled by Wintrobe ( ’42). It seems unlikely that they reflect 
any appreciable degree of iron deficiency. 

The adult with anemia due to iron deficiency exhibits a 
greater than usual absorption of iron by the method em- 
ployed in this investigation (Balfour, Hahn, Bale, Pom- 
merenke and Whipple, ’42; Hahn, Jones, Lowe, Meneelv and 


z 1 5.0 


z 14 * 0-1 
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q 1 3.0 — 


y 11.0-J 


ABSORPTION OF RADIOACTIVE IRON BY BOYS AND GIRLS 
AGED 7- 10 YEARS 

SCHOOLS C AMO R, NASHVILLE, TENNESSEE 
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Figure 1 


Peacock, ’45 ; Moore, Dubach, Minnich and Boberts, ’44 ; Darby, 
’46). Thus, hemoglobin concentration and iron absorption 
may both reflect a body deficit of this element. The lack of 
correlation between these 2 variables in this study (fig. 1) is 
interpreted by us as further evidence that the hemoglobin 
levels as a group were not limited by iron deficiency, and that 
the means and distributions of hemoglobin concentration 
found are probably satisfactory for this age group. This con- 
clusion is also supported by the finding that the mean cor- 
puscular hemoglobin, concentration for the series was 31.9% 
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and 32.4% with standard deviations of 1.18 and 0.9, respec- 
tively, for Schools 0 and E. None of these children presented 
the physical signs of iron deficiency sometimes observed in 
adults (Darby, ’46). 

The mean calculated daily iron intake of these children was 
11.7 ± 0.36 mg and 10.8 ± 0.19 mg, respectively, for Schools 
E and C. This level is to be compared with a mean intake of 
9.0 mg and 10.7 mg for 7- to 8-year-olds and 10- to 12-year olds, 
respectively, concluded by Oldham, Eoberts and Young (’45) 
to be adequate. Furthermore, the mean intakes of iron of 
these children approximated the Eeeommended Dietary Al- 
lowances (Food and Nutrition Board, ’45) and the intakes 
considered by Johnston and Eoberts (’42) to be satisfactory 
for a similar age group. The dietary studies, therefore, also 
indicated a generally satisfactory nutritional status of these 
children with respect to iron. 

Analysis of the absorption data revealed a remarkable 
increase in the mean uptake of iron from the 7- to the 9-year 
groups (fig. 2). Although some of the distributions of ab- 
sorption are somewhat skewed, the increase is apparent in 
both the means and medians of each age group and it occurs 
in the children of both schools. In the 8-year-old group there 
appeared a significant sex difference in the average per cent 
of iron absorbed (table 4). The girls absorbed a significantly 
higher percentage of the administered iron. Upon comparison 
of these mean absorption values with the estimates of Heath 
and Patek (’37) for the yearly iron requirements, it is seen 
that these differences in iron absorption parallel, in general, 
the estimated yearly increments of body iron. This parallelism 
is in agreement with the modern theory of iron metabolism 
(McOance and Widdowson, ’37; Hahn, Bale, Lawrence and 
Whipple, ’39). Thus, if the body absorbs iron only as it is 
needed, the increased requirement during periods of more 
rapid growth should be reflected in an increased absorption 
of iron from the gastrointestinal tract at this time. This same 
proportionality of absorption and need for iron is further 
illustrated by data on iron absorption during pregnancy (Bal- 
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four, Halm, Bale, Pommerenke and Whipple, ’42 ; Vanderbilt 
Cooperative Study of Maternal and Infant Nutrition, to be 
published), which indicate that there occurs an increased up- 
take of iron during the latter part of pregnancy. 
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Since the quantity of iron given to these children is ap- 
proximately that which one might obtain from an ordinary 
meal, it is possible to estimate from these mean absorption 
fignres the actual mean intake of absorbable iron which is nec- 
essary to supply the yearly increment of body iron. This intake 
divided by 365 gives an estimate of the daily requirement 
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of absorbable iron. This calculation is illustrated by the 
formula : 

Total yearly gain in cireu- 

latory and parenchymal iron X 100 X 100 _ Mean daily require- 

363 ' ~80 Per cent uptake “ ment o£ absorbable iron 

The factor is introduced as an allowance for the storage 
iron, of which the data of Heath and Patek do not take ac- 
count, and is an approximation of the storage iron arrived at 
by Hahn (’37), from analyses of perfused dog tissues. Em- 
ploying the estimates of Heath and Patek ( ’ 37 ) for the total 
yearly gain in circulatory and parenchymal iron and applying 
this calculation, one finds the following estimated mean daily 
requirements of absorbable iron : for boys 7, 8, 9 and 10 years 
old 2.6, 2.4, 3.2 and 2.7 mg, respectively; and for girls 7, 8, 
9 and 10 years old 3.0, 2.3, 2.4 and 3.8 mg, respectively. 

If one assumes that 50% of the dietary iron is absorbable it 
is obvious that this method of calculation results in a much 
lower estimate of requirements than the presently accepted 
allowances. Despite this, it is apparent that these calculations 
are maximal, for in them it has been assumed that all of the 
absorbed iron appears in the blood. A correction for iron 
deposited elsewhere would increase the estimate of absorption 
and, thereby, reduce the magnitude of the dietary require- 
ment, It is emphasized that these estimates are for the mean 
dietary requirement of absorbable iron and at present that 
there exists no reliable means of estimating the quantity of 
absorbable iron in a dietary; hence, the requirement of total 
dietary iron cannot now be ascertained by this method. A 
similar estimate of yearly requirements of body iron based 
on body weight and the iron content of the tissues of lower 
animals (Hahn and Whipple, ’36) indicates yearly increments 
approximately twice the magnitude obtained by Heath and 
Patek. More data on the iron content of human tissues are 
required before completely reliable estimations of require- 
ments can be made by this method. 

It is apparent that iron absorption data such as these may 
offer a valid means of determining requirements, especially 
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when quantitative estimates of absorbable iron in foodstuffs 
are available. The present pilot study demonstrates the possi- 
bilities inherent in this approach. The data lead us to suggest 
that the Eeeommended Dietary Allowances for iron for chil- 
dren of this age are liberal. It is probable that intakes lower 
than the present allowances would be adequate if one may 
assume that at least 50% of the dietary iron is absorbable. 

SUMMARY 

Determinations of iron absorption on 176 school children, 
aged 7-10 years, have indicated a mean uptake of 7.75 to 
17.75% of a test dose of 2-3 mg of ferrous iron. The median 
intakes were slightly lower. 

The uptake was found to be correlated with the estimated 
yearly increases of body iron during growth; it was not cor- 
related in these children with other factors tested for, such as 
economic status of the group, dietary intake as estimated, 
the hemoglobin level, or general nutritive state. 

A new method for the calculation of iron requirements is 
outlined. 

It is estimated from these data that the mean daily require- 
ment of absorbable iron is 2.3-3.8 mg for children of this age 
group. 

It appears that the mean level of approximately 13 gm of 
hemoglobin in these children was not limited by iron de- 
ficiency. 
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THE BIOASSAY OF VITAMIN B 6 IN 
NATURAL MATERIALS 1 
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Recently a more nearly synthetic ration for the assay of 
vitamin B„ with the rat has been described and the biological 
activity of pyridoxine, pyridoxamine and pyridoxal deter- 
mined nnder various conditions of administration (Sarnia, 
Snell and Elvehjem, ’46). Although these 3 compounds were 
equally active when fed by dropper as daily supplements to 
the ration, or when injected intraperitoneally, pyridoxal and 
pyridoxamine were less active than pyridoxine when the 3 
compounds were mixed with the ration. This was also true 
for the chick. Since these 3 compounds occur naturally, and 
since vitamin B 6 is ordinarily ingested with the ration, it is 
clear that microbiological assays with Neurospora sitophila 
(Stokes, Larsen, Woodward and Foster, ’43) or Saceharo- 
myces carlsbergensis (Atkin, Schultz, Williams and Frey, ’43) 
for which pyridoxine, pyridoxal and pyridoxamine are equally 
active (Snell and Rannefeld, ’45), do not necessarily reflect 
the potency of natural foodstuffs as sources of vitamin B 6 for 
animal nutrition. In the present paper the vitamin B G content 
of several foodstuffs as determined by rat assay on the new 

1 Published with the approval of the Director of the Wisconsin Agricultural 
Experiment Station. This work was supported in part by a grant from the Wander 
Company, Chicago, Illinois. We are indebted to Merck and Company, Inc., 
Rahway, New Jersey, for the generous supply of crystalline B vitamins and to 
the Abbott Laboratories, North Chicago, Illinois, for the generous supply of 
haliver oil. 


121 



122 


P. S. SARMA AND OTHEES 


ration is given. The influence of certain dietary factors in 
modifying the activity of pyridoxal and pyridoxine is also 
considered. Previous values for the vitamin B s content of 
foodstuffs, as determined by animal assay against a pyri- 
doxine standard, have been reported by Conger and Elvehjem 
(’41), Henderson, Waisman and Elvehjem (’41), Teply, 
Strong and Elvehjem ( ’42). 

EXPERIMENTAL 

The ration employed for the bioassay of vitamin B 6 and 
the standard curve obtained with graded amounts of pyri- 
doxine HC1 have been described previously (Sarma et al., ’46). 
At least 3 animals were used in each group and in many cases 
a second group of animals was used in order to confirm the 
results. With each series of experiments, a curve relating 
weight gain to concentration of pure pyridoxine HC1 was 
obtained and was found to be similar to that described before. 
The biological materials to be assayed were mixed in the 
ration and fed at 2 levels estimated to supply between 25 and 
75 Mg of vitamin B 6 per 100 gm of ration. Weights were re- 
corded weekly and after an assay period of 4 weeks, the 
average weekly gain of rats in each group was calculated. 
The vitamin B 0 content of the material under investigation 
was obtained by reference to the standard curve in each set 
of experiments. 

A variety of biological materials was assayed in this fashion. 
The results, expressed as pyridoxine hydrochloride, are sum- 
marized in table 1. A number of the same samples was assayed 
by the yeast growth method of Atkin et al. (’43) in an inde- 
pendent investigation dealing with extraction procedures for 
vitamin B e (Rabinowitz and Snell, ’46). These values and 
other comparative values from the literature are also included 
in the table. 

The vitamin B 6 content of the various materials as deter- 
mined on the improved ration is of the same order of magni- 
tude as that obtained by other workers. For most of the 
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foodstuffs the assay has been conducted at 2 different levels. 
The values obtained at 2 levels, although similar, were never 
identical. Usually, but not always, higher results were found 
at the lower level of assay. Similar “drifts” have often been 
encountered in microbiological assays (Neal and Strong, ’43). 


TABLE 1 

Vitamin B e content ( fig/gm) of biological mater ials calculated as 
pyridoxin c hydrochlo ri de. 


MATERIAL 

LOWER 

LEVEL 

HIGHER 

LEVEL 

AVERAGE 

FIGURE 

YEAST 
ASSAY 1 

VALUES IN 
LITERATURE 

Whole liver powder 



10.0 

. 14.2 


(Wilson) 






Liver powder 1 : 20 

34.3 

31.8 

33.1 


45.0 41.8 3 

(Wilson) 






Liver fraction L 

15.0 

14.0 

14.5 

21.4 


(Wilson) 






Brewer 5 s yeast 

26.0 

23.3 

24.7 

29.5 


Fleischmann *s yeast 

40.8 

37.8 

39.3 



Duplicate det hi. 

43.0 

36.0 

39.5 

44.5 

55.0 39.3 3 

Lamb leg 



4.5 

4.6 

3.0 4 

Pork ham 

6.3 

5.2 

5.8 


5.9 4 

Beef liver 



8.1 


7,3 \ 7.1 3 

Beef kidney 

9.2 

11.2 

10.2 

9.9 

4.4 4 

Wheat germ 

11.6 

9.0 

10.3 

11,2 

15.9 \ 9.6 B , 18,0 

Whole wheat 

2.4 

2.9 

2.7 

4,1 

4.1 5 , 4.8 ”, 4.6 

Rolled oats 



2.5 

1.9 


Rye 



3,7 


4.3® 

Yellow corn 

4.5 

4.0 

4.3 

5.7 

4.8 4 

Corn grits 



2.5 



Raw milled rice 

* . . . 


1.5 



Soybean flour 

7.5 

6.7 

7.1 

8.0 


Split peas 



4.0 

1.9 


Vitab 



51.7 7 

83,8 7 


Cerophvl 

6.3 

6.7 

6.5 

11.2 

8.0 s 

Skim milk powder 



3.8 


5.5 3 


*Rabinowitz and Snell (*46). 

3 Conger and Elvehjem (*41). 

3 Atkin, Schultz, Williams and Frey (’43). 

4 Henderson, Waisman and Elvehjem ( ? 41). 

5 Teply, Strong and Elvehjem ( *42), 

6 Stokes, Larsen, Woodward and Foster ( *43). 

7 The samples assayed by yeast and rat growth methods were not identical in 
this ease. 
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That the same phenomenon occurs in animal assays has rarely 
been pointed out, due chiefly to the fact that assays at more 
than a single level are not always carried out with animals. 
In the case of a sample of yeast 2 the experiment was repeated 
for a second time at 2 different levels when similar variation 
in values was obtained. For many materials the rat assay 
values were lower than those obtained on the same samples 
by the yeast method. These lower values obtained by animal 
assay are to be expected from the observations made before 
(Sarma et ah, ’46) that pyridoxal and pyridoxamine when 
mixed in the ration were less active than pyridoxine, while for 
yeast each of the 3 compounds possessed equal activity 
(Eabinowitz and Snell, ’46). Snell (’45) found by micro- 
biological assay using different organisms that in yeast, liver 
extracts and grass juice, most of the active material is in the 
pyridoxamine fraction. With each of these substances, rat 
assay gives lower values than does yeast assay. With some 
other similar materials, however, (e.g., beef kidney, wheat 
germ), almost identical values are obtained by the two 
methods. Determinations of the relative distribution of pyri- 
doxal, pyridoxamine and pyridoxine in these materials are 
not available. 

Influence of dietary factors in modifying the activity 
of pyridoxal and pyridoxine 

In view of the reports in the literature that vitamin B 6 is 
concerned with metabolism of protein (McHenry and Gavin, 
’41), particularly that of tryptophane (Miller and Baumann, 
’45) the effect of additions of various individual compounds, 
mostly amino acids, on the growth promoting powers of sub- 
optimal quantities of pyridoxine and pyridoxal was studied. 

Male weanling rats, after a depletion period of 2 weeks on 
the modified vitamin B 6 -deficient diet (Sarma et al., ’46) were 
fed the experimental diets described in table 2. All the diets 
contained sucrose as the carbohydrate but the protein com- 
ponent differed in the various diets as indicated in the table. 

3 Fleischmann's yeast, B. C. No. 6. 
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The average weekly gain represents the average increase in 
weight during the experimental period of 4 weeks. • 

The addition of dl-methionine at 1 fc level decreased the 
growth gain of vitamin B 0 -deficient rats from 5 gm per week 
to only 1 gm per week (groups 1 and 2). A similar growth 

TABLE 2 

Influence of certain factors in modifying the activity of pyridoxal and -pyridoxin e 
in vitamin B 9 deficient rats. 


AVERAGE WEEKLY 
GAIK AND RANGE 


1 . 

Vitamin B 8 deficient diet (18% fibrin) 

gm 

5 (5-6) 

2. 

Same as 1 + 1% dl-methionine 

I (1-2) 

3. 

Vitamin B 8 deficient diet (18% casein) -f 



50 Mg/100 gm of pyridoxine HCl 

18 (14-23) 

4. 

Same as 3 + 1% dl-methionine 

6 (3-10) 

5. 

Same as 3 + 0.5% dl-tryptophane 

14 (11-16) 

6. 

Same as 3 + 1% dl-tryptophane 

11 (9-12) 

7. 

Same as 3 + 0.5% dl-tryptophane + 0.5% indole 

6 (2-10) 

8. 

Same as 3 + 1% 1-cystine 

16 (15-16) 

9. 

Vitamin B e deficient diet (18% casein 



+ 50 Mg/100 gm pyridoxal HCl 

11 (7-13) 

10. 

Same as 9 -f- 1% dl-methionine 

3(2-4) 

11. 

Same as 9 + 0.5% indole 

8 (6-9) 

12. 

Same as 9 + 0.5% indole + 0.5% tryptophane 

3 (2-5) 

13. 

Same as 9 +1% l-cystine 

12 (9-16) 

14. 

Same as 9 + 1% dl-alanine 

10 (7-12) 

15. 

Vitamin B e deficient diet (18% fibrin) -f 



50 Mg/ 100 gm pyridoxine HCl 

19 (14-24) 

16. 

Same as 15 + 5% oleie acid 

12 (10-15) 

17. 

Vitamin B a deficient diet (18% fibrin) -f 



50 Mg/100 gm pyridoxal HCl 

13 (12-15) 

18. 

Same as 17 -f 5% oleic acid 

8 (5-11) 


depression was observed when dl-methionine or dl-trvpto- 
phane or indole were added to rations containing suboptimal 
amounts of pvridoxine (groups 3 through 7) or pyridoxal 
(groups 9 through 12). 1-Cystine and dl-alanine did not have 
any significant effect on the activity of pyridoxal or pvridoxine 
(groups 8, 13 and 14). The addition of oleic acid at a 5% level 
to rations containing 50 ug or pyridoxine HCl or pyridoxal 
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HC1 per 100 gm of ration resulted in a growth depression 
(groups 15 through 18). In all cases where growth inhibition 
was observed, the addition of 250 ng of pyridoxine HC1 or 
pyridoxal HC1 per 100 gm of ration counteracted the growth 
retardation. 


DISCUSSION 

Miller and Baumann ( ’43) in studying xanthurenic acid ex- 
cretion in mice, found that mice on a diet containing 60% 
casein required 3 times as much pyridoxine as those on 20% 
casein diet to reduce the excretion of the pigment to the same 
level. They also found that the addition of 1-tryptophane de- 
creased the survival time of mice deficient in pyridoxine but 
not to the same extent as the addition of casein of equivalent 
tryptophane content. From these observations it was clear 
that amino acids other than tryptophane contributed to the 
ill health of the pyridoxine-deficient mice. However, additions 
of tyrosine, histidine and phenylalanine to the diet did not 
affect the growth or survival time of the deficient mice. The 
experiments reported here on rats confirm the above observa- 
tions regarding tryptophane in that additions of tryptophane 
to the diet containing suboptimal amounts of either pyridoxal 
or pyridoxine resulted in growth retardation. The experiments 
also suggest that indole acts in the same manner as trypto- 
phane and that dl-methionine is another amino acid whose 
metabolism may be intimately connected with the function of 
vitamin B 0 . 

Several reports have appeared dealing with the interrela- 
tionship between vitamin B 6 and unsaturated fatty acids 
though the exact mechanism is not clearly understood. Birch 
( ’38) showed that vitamin B e and unsaturated fatty acids are 
both involved in acrodynia, while Schneider, Steenbock and 
Platz (’40) suggested that essential fatty acids, vitamin B 6 
and at least 1 other factor were concerned in the cure of the 
rat dermatitis. Salmon (’41) and Quackenbusli, Kummerow, 
Platz and Steenbock (’42) have reported similar results. The 
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growth inhibition obtained with oleic acid and the subsequent 
counteraction with adequate amounts of vitamin B, ; offers 
additional evidence that vitamin B ti may be involved in the 
metabolism of unsaturated fatty acids. 

It is quite unlikely that in the estimation of vitamin B«, 
tryptophane, methionine or oleic acid will be present in such 
high concentration as to interfere with the assay for vitamin 
B a . However, the possibility cannot be completely ruled out 
especially with substances of high protein or fat content and 
low amounts of vitamin B (i . In such cases suitable controls 
will have to be devised before the estimation of vitamin B« 
can be satisfactorily carried out. It was previously shown 
(Sarma et ah, ’46) that in the presence of large amounts of 
dextrin, rats grew on the ration without added vitamin B«. 
This result was attributed to intestinal synthesis of vitamin 
B« under these conditions. It is possible that with substances 
low in vitamin B„, but high in starchy materials, influences of 
this kind might produce erroneously high values. 

SUMMARY 

Vitamin B« in various biological materials was determined 
with rats, using the modified vitamin B«-deficient ration 
(Sarma et al., ’46) and the results compared with the values 
obtained by other methods. The values obtained are in most 
cases somewhat lower than the values obtained by the yeast 
growth method, presumably due to the decreased activity of 
pyridoxamine and pyridoxal when mixed in the ration. 

dl-Tryptophane, indole, dl-methionine, and oleic acid have 
been shown to exert a growth retarding effect when added to 
rations containing suboptimal amounts of pyridoxal or pyri- 
doxine. This growth inhibition, however, was counteracted by 
adequate amounts of the vitamin. 1-Cystine and dl-alanine 
were shown to exert no appreciable effect under similar con- 
ditions. The possibility of these dietary factors influencing 
vitamin B e estimation is discussed. 
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TWO FIGURES 


(Received for publication October 7. 1946) 

In present day nutritional studies involving' rats it is 
possible to prepare highly purified rations of known com- 
position and to select animals from well standardized strains. 
In this manner some of the more troublesome variables of 
earlier work are successfully avoided. However, there remain 
certain factors in all such experimentation which are not so 
easily controlled. Probably the most important of these is 
the influence of the intestinal flora, which is free to operate in 
2 distinct ways. First, in a direct manner where the products 
of bacterial synthesis or degradation are absorbed through 
the intestinal wall of the rat ; and second, in an indirect man- 
ner where the feces or urine are ingested by the rat. Since 
both feces and urine contain products of the animal's own 
metabolism as well as substances of bacterial origin, it is 
obvious that the animal’s own secretions and excretions are a 

1 Published with the approval of the Director of the Wisconsin Agricultural 
Experiment Station. This work was supported in part by funds granted by the 
National Dairy Council, Chicago, on behalf of the American Dairy Association; 
also by funds granted by the Evaporated Milk Association, Chicago. We are 
indebted to Merck and Co., Inc., Rahway, New Jersey, for supplies of some of 
the synthetic B vitamins and a-toeopherol ; to the Winthrop Chemical Co., Inc,, 
New York, for crystalline vitamin D 2 ; and to the Wilson Laboratories, Chicago, 
for the liver powder. 
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source of variation in nutritional studies. No matter how pure 
the ration may be or how clean the ordinary type of cage is 
kept, there always remains the possibility that the animals 
can obtain contaminating natural products in the form of 
feces, urine, skin secretions, and hair. 

To control the direct effects of the intestinal bacteria, it is 
necessary to effect a change of some sort in the flora itself. 
This can be done by the use of bacteria-free animals, or by the 
easier practice of feeding substances which either alter the 
kind and strain of bacteria present or else react with com- 
pounds produced by the flora. Thus, by the feeding* of sulfa- 
drugs it can be shown that the rat requires a dietary source 
of biotin (Nielsen and Elvehjem, ’42), folic acid (Daft and 
Sebrell, ’43), and vitamin K (Black et al., ’42). By the feeding* 
of avidin the rat can be shown to require dietary biotin (Eakin 
et ah, ’40). 

The control of the indirect influence of the bacterial flora 
and the animal’s own secretions can best be exercised by 
preventing* the animal from eating its feces and urine, and 
from licking* its hair coat. Osborne and Mendel ('ll) made 
the observation that rats allowed to eat their feces grew better 
than those not permitted to do so. Steenbock et al. (’23) 
reported that animals receiving* feces and half the required 
amount of vitamin “B” grew much better than those given 
no feces. That rats would eat 44 to 100% of their feces of- 
fered in the dried state was reported by Roscoe (’31), who 
also showed that rats lived longer on vitamin “B”-free 
rations when allowed to eat their feces. The work of Butcher 
and Francis (’23) on refection caused by feeding raw starch 
clearly indicated the importance of coprophagv. Though it 
would appear that the practice of using raised screen floor 
cages should eliminate coprophagy, one frequently sees ani- 
mals kept under such conditions obtain feces pellets as they 
leave the body. It is also very common to see these animals 
lick themselves and their cages after urination. These obser- 
vations have led various investigators to attempt the con- 
struction of devices designed to prevent coprophagy. 
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The restriction of tlie rat’s movements by means of a 
harness has been unsuccessful to date because such mechan- 
isms must be held tightly in place but not so rigidly as to annoy 
the animal. Furthermore, the harness method of confinement 
does not prevent the animal from going around the cage and 
licking off the adhering fecal, urinary, and epidermal resi- 
dues. To surmount these difficulties investigators have tried 
to construct coprophagy-preventing cages. 

Schwartzer (’37) constructed a cage which was in effect a 
stationary harness. It consisted of a. large sized test tube 
rack with enlarged holes and which was turned on its side 
when in use. The animal was so placed that the head, neck, 
and forepaws passed through the hole, and adhesive tape was 
used to keep the rat in this position. In these cages weanling 
rats were reported to survive for an average of 10 days when 
given a diet of raw whole milk. These rats died before devel- 
oping anemia, and on autopsy it was found that the gastro- 
intestinal tract was bloody. Comparable animals kept under 
these conditions but fed their own feces and urine in addition 
to the milk survived an average of 20 days at which time they 
showed a hypochromic anemia, but no bloody intestinal tract. 
No minerals were added to the milk. 

Mannering and Cannon (’44) constructed a cage which con- 
sisted of an endless circular runway formed by the space be- 
tween a screen wire bottom and a sheet metal cover which 
were separated by 2 perpendicular metal bands of unequal 
diameter. These workers reported no studies in which this 
cage was used. 

Geyer and Boutwell (’45) developed a tubular cage for 
metabolisfn studies to prevent any contamination of the ex- 
creta by the food. A tube of wire mesh just large enough to 
hold the rat was attached to a small wooden shaft. A food 
cup and water bottle were provided. Animals about 200 gm 
in weight were used and the collection periods were ot short 
duration. Although a number of results were obtained, no 
growth studies were attempted. 
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The purpose of this paper is to describe several models of 
coprophagy-preventing cages and to report some of the nu- 
tritional experiments performed with them. 

EXPERIMENTAL 

Two types of coprophagy-preventing cages were con- 
structed. One was a circular type which allowed the animal 
an endless circular runway. The other was a tubular type 
which held the animal in a somewhat fixed position. A detailed 
description of each and the nutritional studies made with each 
follow. 

The circular type cage 

The circular type of cage (fig. 1) consisted of a raised floor 
(A) made of a disc of metal screening with vertical sheet 
metal sides (B). One of 2 adjustable metal bands (f or 14 



Fig. 1 Circular type anti-coprophagy cage. 


inches in height) formed the inner boundary circle (C) and 
Avas held in place by a circular screen top (D) which could be 
raised or loAvered to fit the rat. Because of the adjustable 
Avidth and vertical height, rats varying from 40 gm to 200 gm 
could be accomodated easily. A Avater bottle (E) and re- 
movable food cup (F) were provided. The rat Avas placed in 
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the circular runway and the inn#' band was enlarged until 
the animal had a minimum amount of room. The cover was 
then placed on top and fastened securely by means of the 
screw adjustment (G). Bolts (H) protruded through the 
spaces provided in the cover, and by means of the wing-nuts 
provided the band was held in place. Further adjustments 
were made as warranted by the growth of the confined animal. 

TABLE 1 

Experimental rations. 


BASAG RATION 
/ JJ 


Sucrose 

76 


Lactose or sucrose 


48 

Casein 1 

18 

20 

Salts IV 2 

4 

4 

Corn oil 3 

2 


Corn oil or butter fat 


28 


Vitamins added per 100 gm ration; 

Diet I: 300 fig thiamine; 400 fig riboflavin; 350 fig pyridoxine ; 300 fig nicotinic 
acid; 200 fig 2-Me-l, 4-naphthoquinone; 7 fig biotin; 2.5 mg Ca pantothenate; and 
100 mg choline chloride. 

Diet II: Same as for Diet I except for the following; 150 mg choline chloride; 
210 fig 2-Me-l, 4-naphthoquinone ; 14 fig calciferol 4 ; 560 fig beta-carotene 6 ; and 
2.24 mg alpha-tocopherol. 

1 Extracted for three 2-hour periods with boiling alcohol. 

2 Hegsted et al. (’41). 

3 Mazola brand. Corn Products Befining Co. 

4 Crystalline irradiated ergosterol. 

5 90% /3-carotene and 10% a-carotene. 

Twenty-one-day old male rats of the Sprague-Dawley strain 
weighing approximately 42 gm were used in all of the nu- 
tritional studies. Two groups of 3 rats each were placed on 
experiment in these cages and 2 identical control groups were 
kept in the usual screen floored dormitory type cages. All 
feeding was ad libitum. Three rats in each type of cage 
received the Basal Ration I given in table 1. Each animal 
received 3 mg of alpha-tocopherol per week in 2 drops of a 
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1 : 6 dilution of haliver oil iji com oil. Three rats in each type 
of cage received the same basal ration plus 2% solubilized 
liver 2 added at the expense of the entire ration (see table 2). 
The animals were weighed at weekly intervals and hemoglobin 
values and both differential and total white cell counts were 
made at intervals. The data obtained are shown in table 2. 


TABLE 2 

Besults of the experiments with the circular cages. (Each figure represents the 
average of 3 male rats). 


CAGE 

RATION 

GAIN IN 

6 WKS. 

HEMOGLOBIN 

TOTAL 

WHITE CELLS 

differential 

COUNT 

i 

Circular 

Basal no. I 

gm 

106 

(gm/100 ml) 

13.38-14.08 

7,000- 9,400 

Lymph. 75 
Neutr. 25 

Basal no. I 
+ S.L.P. 5 

189 

13.77-14.08 

13,800-17,200 

Lymph. 78 
Neutr. 20 

Monocyte 2 

Square — 

1 1 dormitory 
type” 

Basal no. I 

167 

12.91-14.28 

9,000-15,600 

Lymph. 76 
Neutr. 24 

Basal no. I 
+ S.L.P. 

| 210 

: 

12.91-14.08 

13,800-16,000 

Lymph. 80 
ISTeutr. 20 


1 Wilson solubilized liver powder (Fraction << L ,} ). 


The tubular type cage 

Two different types of tubular cages were constructed. The 
first consisted of a cylinder |-inch mesh wire screen attached to 
screen wire supports which enabled the hanging of the cage 
from overhead rods. The cylinder itself was a tube whose 
longitudinal edges overlapped to allow for expansion as 
needed. A food cup was held at the front end of the cage by 
means of a loop of screen wire, and the animal was kept 
from backing out of the cage by means of a U-shaped wire pin. 
A water bottle was slung from a wire loop. After several 
experiments were conducted in this type of cage, several 

2 Wilson *8 Liver Fraction “ L. ’ ’ " 
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mechanical difficulties were found which made construction 
of another type desirable. 

The second type of tubular cage had as its basis the spiral 
of wire screening with the edges which overlapped covered 
with strips of metal to prevent injury to the rat. The spiral 
(A) was attached to a sheet metal support (B) which was cut 
from one piece of metal in the design shown in figure 2. The 
food cup (C) slipped into the metal holder (D) in front of the 
spiral and was held there by tension. When used with wean- 
ling rats, a Gooch crucible was placed in the food cup opening 



Fig. 2 Tubular type anti-coprophagy cage. 


to prevent the small animal from living in the food cup. Such 
a crucible was found to hold enough food for daily feedings 
up to the end of the first week of the experiment. The water 
bottle (E) was held in such a position as to prevent the rat’s 
fur from rubbing on its open end and causing leakage which 
was found in earlier experiments to affect growth. A T-shaped 
pin (F) served to keep the animal from backing up. Part 
of the support was bent to provide a shelf (G) under the 
front end of the spiral and served to catch the spilled food. 
The entire cage was suspended from a metal angle iron which 
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TABLE 3 


Results of experiments with the tubular cages . 




PAT 


LIVER 1 * 

1 PECES 

GM - 
GAIN 

NO. 

CARBOHYDRATE 

CAGE 

1 

BP 3 I 

CO 4 

ADDED 

j GIVEN 

IN 6 

j WEEKS 




4 


_ 

' 

80 





+ 

i . 



DO 



Tube 

+ 

I 4- 

— 

118 

1 

Lactose 



4 

4- 

__ 

84 


4 





142 




Square 

+ 



; 140 



dormitory 

4 

4- 



146 



j type 

+ ; 

4- 

- 

136 




+ 




— 

95 





+ | 


___ 

77 



Tube 

4 

4- 

— 

157 

2 

Sucrose 



■ 4 i 

4- 

— 

129 


4 


_ 



161 




Square 

4 1 



165 



dormitory 

4 

4 



220 



type 

4 

4- 

- 

176 




4 


_ 

— 

121 




4 



4 

104 





4 

— 

— 

7,7 



Tube 


4 ; 



+ 

81 



’ -—! 



- ; 




4 


4- ! 

— j 

155 




+ ; 


4 

4 

153 





+ : 

4 

— 

124 

3 

Sucrose 



+ 

+ J 

4 

123 




— 

— 

177 






4 


— 

4 

145 



Square 


4 





1 22 




4 


4 

128 



dormitory 

■ — — 





type 

4 


4 

— 

190 



4 


4 

4 

183 





+ : 

4 

— j 

156 





4* 

4- 

4 

151 


1 Wilson Fraction li L. ? ? 

- Each figure represents the average of 3 male rats. 

8 Butter fat. 

4 Corn oil. 
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was large enough to accommodate 4 such cages. To obtain 
samples of excreta, a low wide dish covered with a metal 
screen was placed under the rear of the cage. 

Weanling male rats of the Sprague-Dawlev strain weighing 
approximately 42 gm were used in these experiments. They 
were fed the Basal Ration II given in table 1. The carbo- 
hydrate portion was either lactose or sucrose, and either but- 
ter fat 3 or corn oil was used as the fat. The basal ration was 
fed with or without the addition of 2 % of solubilized liver 
powder added at the expense of the entire ration. The groups 
of animals used and the growth responses in 6 weeks are given 
in table 3. In the second sucrose experiment 3 rats in each 
group of 6 were fed feces of the animals on the same ration 
which were housed in the dormitory type cage. Initially 500 
mg of wet feces were fed to each animal per day, but the 
amount was lowered gradually until they were receiving 100 
mg per day each. The results of this forced coprophagy are 
also given in table 3. 

RESULTS 

When rats were placed in the round cages and fed Basal 
Ration I, without liver, their growth was sharply curtailed 
as compared with control rats receiving the same ration but 
kept in dormitory type cages. As is shown in table 2, when 
the liver concentrate was incorporated into the ration, the 
confined animals grew almost as well as the supplemented rats 
in the square cages. The experiment was repeated with simi- 
lar results. The rats in the round cages showed normal hemo- 
globin values but slightly reduced white cell counts. 

Rats were kept successfully in the tubular type cages for 6 
or more weeks and as shown in table 3, their growth on Basal 
Ration II containing no liver supplement was poor on either 
lactose or sucrose. Liver powder was only partially effective 
in maintaining good growth under these conditions. The 
animals in the tube cages which received butter fat grew 

:1 Prepared from fresh unsalted University Creamery butter by heating at 60-70° C. 
and decanting from the water and curd. 
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better on all regimens than the rats fed the corn oil rations. 
In Experiment 3 the animals fed feces did no better than 
those fed none. There were a number of animals which 
showed a watery eye condition and an occasional one that 
would have tightly closed eye-lids because of the drying of 
the exudate. Some of the rats developed an eye condition 
which resembled the “spectacled eye” condition seen in biotin 
deficiency. All of the animals confined to the tubular cages 
developed a marked tendency to lick anything within reach of 
the tongue. Feces feeding did not stop this abnormal behavior. 

' • 

DISCUSSION 

The results obtained with the circular and tubular cages 
demonstrated that weanling rats will grow under conditions 
of severe confinement. Their growth was, however, below 
that of rats fed the same rations but kept in dormitory-type 
cages. Rats in the latter type of cage grew well with or without 
liver concentrate in the ration, but the inclusion of the liver 
gave a definite increase in growth except in the case of the 
animals fed the lactose diet. In the case of the animals kept 
in the circular cages very poor growth was obtained without 
the liver concentrate, whereas, those receiving the liver gained 
189 gm in 6 weeks or 83 gm more than those receiving no liver. 
Since the liver-fed rats in the square cages gained 210 gm 
during the same period, it seems evident that the importance 
of feces consumption in the presence of liver is not great. 
In the absence of liver the eating of feces and other excre- 
tory products is of importance since the ration containing 
no liver allowed 61 gm more gain in 6 weeks for the animals 
kept in the square cages than the comparable ones confined 
to the circular cages. Because all of the rations contained 
biotin, nicotinic acid, and vitamin K, these substances are not 
responsible for the effect of the feces unless still higher 
amounts of them are required. "Whatever the missing sub- 
stances are, it is evident that they do not play a role in 
maintaining either normal hemoglobin or white cell values, 
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at least under these experimental conditions over a 6-week 
period. 

When animals are kept in the circular cage perfect anti- 
coprophagy conditions are not attained since the rat travels 
over screening which it has previously used. Thus, adhering 
fecal residues are easily licked off and even though the amount 
is insufficient, it introduces a variable which cannot be con- 
trolled. There is also the possibility that urinary and dermal 
residues are ingested and interfere with obtaining a definite 
deficiency. In cases where the animals develop diarrhea 
the circular cage is of little value. 

The above difficulties encountered with the circular cage are 
completely overcome by means of the tubular cage. Whether 
this fact is reflected in the poorer growth of the rats confined 
to the tube cages must await further study. Since such animals 
were unable to get any body excretions except what might be 
on tbe forepaws, head, and neck, it would he expected that 
they would not grow as well in comparison to their controls 
as did the circular cage animals. Furthermore, the results show 
that the addition of liver powder to the ration aided the ani- 
mals, but tbe growth in no instance was as close to that of tbe 
controls as in the circular cage experiment. Tt must be 
remembered that in these 2 studies tbe rations employed 
were not comparable, especially with respect to the level of fat. 
At present the effect of various rations under similar experi- 
mental conditions is being studied. 

The tube cage study demonstrated that the carbohydrate 
portion of the ration was of importance because where lac- 
tose was used the growth was much poorer and the animals 
in many instances developed severe diarrhea. The growth of 
the animals in either the tubular or dormitory type cage was 
below that normally obtained on such diets. On tbe sucrose 
rations no diarrhea developed. Tbe carbohydrate present in 
the studies of Schwartzer (’37) with raw whole milk was, 
of course, lactose, and this may have added to the poor per- 
formance of his rats with or without the feeding of feces. 
It should he noted that the lactose content of the ration em- 
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p loved 111 the work reported in this paper was highei thou 
would be present in whole milk solids, yet the animals grew 
instead of died. Minerals were not added to the milk employed 
by Scliwartzer, and their absence was probably responsible 
for tiie anemia which developed in the animals which survived 
the longest. It is also possible that the raw milk acted in a 
manner similar to that of raw starch and that the animals fed 
feces had the benefit of not only the iron and copper in the 
feces, but also of some factor or factors needed for survival 
on such a ration. In the few cases in this laboratory where 
the etfect of the feeding of milk to animals confined in the 
tubular cages has been tried, the majority of them developed 
diarrhea even though they were older rats which had been on 
a milk diet previously to the study. 

The data in tabe 3 show that in all 3 experiments the animals 
confined in the tubular cages grew better on the rations con- 
taining butter fat than on the corn oil diets. In the case of 
the animals kept in the ordinary dormitory cages this dif- 
ference between fats was inconsistent. It is possible that 
the anticoprophagv conditions prevent the rats housed in 
the tubular cages from obtaining certain substances present 
in feces or urine which have an influence on the nutritive value 
of the dietary fat. Boutwell et al. (’45) have shown that the 
B-vitamins in the diet have such an influence. 

The tendency of all rats in the tube cages to lick their cages 
and anything within reach of their tongue is suggestive of a 
deficiency. To date, the only deficiency in which this curious 
phenomenon has been reported in the rat is that of potassium 
(Orent-Keiles and McCollum, ’41). It seems unlikely that this 
element per se is responsible for the condition in the experi- 
ments reported here, for it is supplied in liberal amounts in 
the salt mixture. The condition of the eyes of many of the 
animals must at present be regarded only as a symptom of 
unknown origin and must await further study. Biotin was 
provided, but it is possible that a higher level was required. 

The early observations of Osborne and Mendel (’ll), Steen- 
book et al. (’23), and other workers of the period (Kennedy 
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and Palmer, ’28; McCollum et al., ’25) cannot be readily com- 
pared with the studies reported in this paper for although 
these investigators reported the beneficial effects of copro- 
phagy, they were working at a time when little was known 
of the individual vitamin requirements. Since they probably 
were dealing with inadequate rations, a large part of the in- 
fluence of the feces could have been due to such vitamins as 
thiamine and riboflavin. It seems desirable to study with a 
complete synthetic ration the effect of keeping rats on sheet 
metal floored cages in contrast to the raised screening type 
to determine whether or not the added excreta which animals 
kept in the former type of cage can obtain, is of any im- 
.portance. 

The report of Schwartzer (’37) was based on an incom- 
plete ration, and he was unsuccessful in obtaining healthy rats. 
Although his method of coprophagy prevention is simple, it 
seems less convenient than the tubular cage and especially so 
where excreta collections are desired. 

Further studies are needed to determine what factors are 
required by the rat confined in either the circular or tubular 
cages. It is also important to ascertain, if possible, whether 
the probable decrease in exercise is of any real importance. 
Once these questions have been answered, the tubular cage 
would make an excellent metabolism cage, for contamination 
of the excreta by food or reingestion of materials through 
coprophagy is prevented. 


SUMMARY 

Two types of coprophagy preventing cages have been con- 
structed and found to allow fair growth of rats over a 6-week 
period. 

In the circular cage described, animals fed no liver concen- 
trate grew poorly ; whereas, those receiving such a supplement 
grew almost as well as control rats kept in ordinary dormitory 
cages. The imperfections in such a cage are discussed. 

Rats confined in the tubular cages grew poorly without a 
liver supplement, but even when the latter was furnished, 
growth did not approach as closely to that of control animals 
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as was found in circular cage experiments. The animals 
showed a marked tendency to lick everything within reach; 
some of them had watery eyes and occasionally an eye condi- 
tion resembling the spectacled eye of biotin deficiency. In all 
cases, the animals confined to the tubular cages grew better 
on rations containing butter fat than on comparable rations 
containing corn oil. 
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This study was undertaken to determine "the storage of 
copper and manganese in the liver of 3 species, the rat, rabbit, 
and guinea pig, at various age levels, namely, newborn, 2 
weeks, 3 weeks, 2 months, and adult. Analyses were made on 
the newborn in order to reveal the extent of placental trans- 
mission of copper and manganese, at 2 weeks as an indication 
of the influence of mother’s milk since 2 of the 3 species 
investigated receive milk as their sole source of nutrients 
during this period, at 3 weeks, which represents the average 
weaning age, at 2 months, which approximates the period of 
sexual maturity, and at adult or full maturity. 

Although studies of the storage of copper in the liver at 
various ages in any species are limited in number and involve 
few experimental subjects, there seems to be agreement that 
in most species there is a considerable supply deposited during 
intrauterine life. 

Lindow, Peterson, and Steenbock (’29), in studying the 
metabolism of rats, observed that, as the animal increased in 
age, there was a continual storage of copper of about 0.001 mg 
per day-for the first 12 days following birth and about 0.002 mg 
per day thereafter. They were unable to increase the copper 
content of the newborn rat by feeding the mother a copper- 
rich diet, indicating that there was neither increased placental 
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transmission nor increased transmission of copper through 

the milk. 

Further review of the literature on the copper content of 
livers of small laboratory animals is given in the discussion. 

Manganese is apparently transferred through the placenta 
if present in the mother’s blood (Orent and McCollum, ’31). 
A manganese-rich diet fed during gestation produced a notice- 
able increase in the manganese content of newborn rats, and 
postpartum supplementation considerably increased the body 
content of the element at 21, 70, and 180 days (Skinner, Peter- 
son and Steenboek, ’31). Manganese is stored slowly in young 
receiving - only mother ’s milk. 

EXPERIMENTAL 

Animals 

Regular stock colony animals (Dutch rabbits; Sprague- 
Dawley rats; II. S. Dept. Agric. family 13 inbred guinea pigs) 
were used in these experiments. The rats were fed dog pellets 
ad libitum. The rabbits and guinea pigs were fed a good 
quality mixed hay and a grain mixture consisting of 50 parts 
by weight of oats and wheat, ad libitum ; they also had access 
to a salt block containing additional iron and iodine. On 
analysis, the mixed grain, dog pellets, and hay were found to 
eontam 3.1, 12.9, and 5.1 pg copper per gm dry weight and 
41.8, 35.0, and 70.7 pg manganese per gm dry weight, re- 
spectively. 

Ten animals of each species, with the exception of the new- 
born rats, were etherized at each of the 5 age levels, and the 
livers removed and weighed immediately. Where possible, 
individual livers were used for analysis but in the case of the 
younger animals it was necessary to pool 2 or more in order 
to obtain a satisfactory size sample. In the case of the newborn 
rat, the liver was so small that approximately 30 livers were 
pooled for each sample ; thus there are only 3 samples in this 
age group, representing approximately 100 animals. 
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The liver was chosen for analysis because of the general 
agreement (Bunge, 1892 ; Lindow, Peterson and Steenbock, ’29 ; 
Cunningham, ’31; and Chou and Adolph, ’35) that it is a prin- 
cipal site of storage of both manganese and copper in the 
animal body. 

Methods of analysis 

Four-gram samples of fresh liver were placed in covered 
silica dishes, moistened with 2 ml of a 20% solution of 
Mg(N0 8 ) 2 , and ashed in a muffle furnace at 450°C, for a period 
of 16-18 hours. No dish was used for more than 5 ashings lie- 
cause of the possibility of adsorption of copper (unpublished 
data) by etched silica. The samples were treated with 2 ml 
of a nitric-perchloric acid mixture (20; 1 by volume), evap- 
orated to dryness on a hot plate, and re-ignited until a white 
ash was obtained, which in some cases required a second treat- 
ment with nitric-perchloric acid. Each ash sample was ex- 
tracted with three 5 ml portions of N nitric acid and made up to 
25 ml volume. Manganese and copper were determined colori- 
metrically on aliquots of this extract. All analyses were run 
in duplicate, and unless they agreed within 2 transmission 
units, were repeated. Copper was determined by the sodium 
diethyldithiocarbamate method (Callan and Henderson, ’29; 
McFarland, ’32; Eden and Green, ’40; and Sandell, ’44) and 
manganese by the periodate method (Skinner and Peterson, 
’30), with slight modifications. The transmission values were 
read in a photoelectric colorimeter (5 cm absorption cells) 
using Corning filters 3389 and 5113 for copper, and 4303 and 
3486 for manganese determinations. Excellent agreement was 
obtained in both methods using 2- and 4-gm samples run 
simultaneously in quadruplicate. Standard solutions of both 
elements were added separately to 3-gm samples in quadrupli- 
cate before ashing, and recovery values ranged from 99 to 
102%. 

The data obtained were reduced by analysis of variance and 
the t test used to determine whether particular differences 
were significant. Odds greater than 19 : 1 are accepted as being 
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significant, and odds greater than 99 : 1 are considered highly 
significant. 

RESULTS 

The copper and manganese contents of the livers are pre- 
sented in 2 different ways — total amount in the liver and 
concentration. A very different picture of the storage of these 
elements is obtained depending upon the method of com- 
parison that is used. 

Copper 

The mean totals and the mean concentrations of copper in 
the liver of the 3 species at the various age levels are pre- 
sented in table 1. An analysis of variance of all the data is 
summarized in table 3. It will be noted that there are dif- 
ferences in both total amount and concentration of copper in 
the livers among species and among the age groups. These 
differences are highly significant. Specific differences which 
appear most important will be pointed out in the following 
discussion. 

It will be noted in table 1 that the total copper of the livers 
varied greatly among the newborn guinea pigs, rabbits, and 
rats. These differences were a function of both size of the 
livers and the concentration of the elements. In the guinea 
pigs and the rabbits the total liver copper decreased sig- 
nificantly during the suckling period. Following weaning (3 
weeks) the total copper increased progressively to reach the 
highest level in the adult animals. On the other hand, the total 
copper in the rat livers increased progressively from birth 
to the adult stages and showed no decrease during the suckling 
period. In all 3 species there was a very rapid increase in total 
copper between the ages of 3 weeks and 2 months. This prob- 
ably is a reflection of the increased copper intake due to the 
replacement of the copper-poor milk diet with natural feeds 
containing more copper. 

The concentration of copper in the liver presents a picture 
considerably different from that given by the total copper in 


Total amount and concentration of copper in the liver of guinea pigs? rabbits and rats at the various age levels (mean values with 

their standard errors). 
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the liver. The concentration of copper in the livers of the 
newborn rabbits was significantly less (99:1) than in either 
the gninea pigs or the rats. The guinea pigs and the rats did 
not differ significantly. In all 3 species the copper concen- 
tration decreased significantly (99:1) following birth to reach 
a minimum at 3 weeks of age in the rabbits and at 2 months in 
the rats and guinea pigs. The copper concentration found in 
the adult animals was considerably less than that observed 
in the newborn young although, as previously mentioned, the 
total liver copper was much greater in the adult than in the 
newborn in all 3 species. The copper concentrations in the 
adult guinea pigs. and rabbits did not differ significantly, hut 
the concentration in the adult rat was significantly higher 
than either. This difference may be due to the fact that the 
rat diet contained a higher concentration of the element than 
did the guinea pig or rabbit diet. 

Manganese 

The mean totals and mean concentrations of manganese in 
the livers of the 3 species at various age levels are presented 
in table 2. As in the case of copper, an analysis of variance 
of the data showed differences which were highly significant 
among both species and age groups in total amounts and con- 
centrations of the element in the livers. 

As a general observation it will be noted that total amounts 
and concentrations of manganese in the livers are appreciably 
less than the respective copper values. All 3 species were 
born with a relatively low content and concentration of man- 
ganese. In all 3 species the total amounts of manganese 
increased in the livers progressively from birth onwards to 
reach a maximum at the adult stages in guinea pigs and 
rabbits, and at 2 months in the rats. The total amount of 
manganese as well as the total amount of copper increased 
rapidly between the ages of 3 weeks and 2 months in all 
3 species. 

The manganese concentration in the livers of the 3 species 
differed significantly at birth, the rabbits having the highest 
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concentrations. The range of variability of manganese con- 
centrations within and between the species were of a relatively 
low magnitude as compared to copper as well as to many other 
minerals reported in the literature. The concentration in the 
livers of guinea pigs increased progressively following birth 
to reach a maximum at 3 weeks of age. In the rats the con- 
centration decreased during the period of suckling, but not 
significantly. It reached the maximum value at 3 weeks of 
age. The mean concentrations of manganese in the rabbit 
livers in the various age groups were very variable for un- 
explained reasons. The mean manganese concentration in the 
adult rabbit livers was significantly less than in either the 
guinea pigs or the rats. 

Table 4 summarizes the live weights, fresh liver weights, 
and the percentage of dry matter in the livers of the animals 
used in this study. 

DISCUSSION 

The data presented indicate that all 3 species, guinea pigs, 
rabbits, and rats, are born with a reserve store of copper in 
the liver which is drawn upon during the suckling period. 
Although the concentration of copper in the livers of the rats 
decreased during suckling the total amount increased indi- 
cating that the rat receives a substantial amount of copper 
from the milk of the dam. This observation that the milk of 
rats is relatively rich in copper is supported by the findings 
of Cox and Mueller (’37) who found rat milk to contain about 
10 times as much copper as cow’s or human milk. 

In contrast to the observations on copper, the data show that 
the 3 species studied are born with relatively small am ounts 
of manganese in the livers. In all cases the total amount and 
concentration of manganese in the livers increased pro- 
gressively from birth onwards, particularly during the period 
in which substantial amounts of solid feed were consumed. 
From these observations it cannot be decided whether the 
small amounts of manganese in the livers at birth of the 3 
species indicate a low reserve of manganese or not. Until 
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more is known of the manganese requirements of young ani- 
mals the question must remain unanswered. The concentration 
of manganese in the livers of the species studied varied rela- 
tively little during the life span. This observation apparently 
also holds true for man, for according to Sheldon (’32), 
“There is no reserve store of manganese provided during 
fetal life to tide the infant over the nursing period. The 
manganese content of the liver rises during fetal life and 
reaches its maximum during the last 3 months, but the 
maximum is the normal adult level of about 0.0008% of the 
dry tissue; and once this has been obtained it apparently 
remains at this figure throughout life.” 

Many of the studies of nutrient reserves reported in the 
literature have been concerned only with the concentration 
of the nutrient in tissues. It will be noted in this study, as 
well as others previously reported, that a very different 
picture may be obtained depending on whether one uses total 
amount or concentration of the nutrient as the criterion of 
reserve stores. In some cases a decrease in reserves may be 
indicated by a study of concentration whereas the total amount 
of the nutrient may actually be increased. Whether concen- 
tration or total amount of a nutrient is used is particularly 
important in studying various age groups in which a difference 
in size of the liver is a variable influencing particularly the 
concentration. It is important that care be used in choosing 
the proper criterion for the particular study undertaken. It 
would appear that in most cases both total amount and con- 
centration of the nutrient should be determined. The now 
classic paper of Lintzei and Radeff ( ’31) is a good example 
of the use of concentration and total amount of a nutrient 
(iron) in evaluating the reserve stores of animals. 

A comparison of the values which we have obtained for 
the copper content of the livers of the various animals is com- 
pared with values reported by others in table 5. In general 
there is good agreement in the trends in concentration al- 
though the magnitude of concentration varies somewhat. The 
latter variation may well have been due to the feeding of diets 
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differing in copper content. For the most part the copper 
content of the diets has not been reported. A comparison of 
values of total liver copper as well as the manganese contents 
of livers of animals is not feasible due to the lack of informa- 
tion. 

TABLE 5 


Summary of studies on copper in livers recorded in the literature. 
All data are in mg /Teg of dry matter . * 


AUTHOR NEWBORN 

2 

WEEKS 

3 

WEEKS 

4 

WEEKS 

' 8 

WEEKS 

ADULT 

Guinea pigs 







Adrianoff and Ans- 







bacher (’30) 

50 





16-20 

Cunningham (’31) 

149 59.6 

203 

30.8 




17 

Flinn and Inbuye (’29) 
Lorenzen and Smith 

28.4 





37 

(this report) 

67.2 

26.0 

20.9 


18.8 

23.4 

It abUt $ 







Cunningham (’31) 
Lorenzen and Smith 

5.5 





9-10 

(this report) 

37.4 

21.0 

11.6 


24.0 

22.8 

Bats 







Cunningham (’31) 

87.8 23.5 

14.5 

17.8 



10-12 

McFarlane et aL (’32) 

96-121 



29-42 



MeHargue ( ’25) 

30.3 





18.8 

Lindow et ah (’29) 
Lorenzen and Smith 

70 





11.4 

(this report) 

58.5 

61.6 

19.8 


8.6 

34.2 


SUMMARY 

Gruinea pigs, rabbits, and rats are born with a reserve store 
of copper which is drawn upon during the suckling period. 
In rabbits and guinea pigs both total amount and concentra- 
tion of copper in the livers decreased during the suckling 
period. On the other hand, rats showed an increase in total 
copper in the livers from birth onwards even though the 
concentration decreased during suckling. 
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In all 3 species studied, the amount of manganese in the 
livers at birth is relatively low. Both total amount and con- 
centration of manganese in the livers increased from birth 
throughout life, although the variation in magnitude of con- 
centration of manganese in the livers was relatively small. 

It is emphasized that in studies of nutrient storage in ani- 
mal tissues the determination of only the concentration of 
nutrients may he insufficient. 
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SOME PHYSIOLOGICAL RELATIONSHIPS OF PRO- 
TEIN, FAT, CHOLINE, METHIONINE, CYSTINE, 
NICOTINIC ACID AND TRYPTOPHANE 1 

W. D. SALMON 

c Laboratory of Animal Nutrition, Agricultural Experiment Station, 
Alabama Polytechnic Institute, Auburn 

(Keceived for publication August 23, 1946) 


In 1915, Osborne and Mendel reported that diets containing 
15 to 18% of casein along with essential nonprotein compon- 
ents produced normal growth in young rats; when similar 
diets containing 9 to 12% of casein were fed, growth was 
definitely limited but could be significantly increased by the 
addition of cystine. Jackson and Block (’32) later found 
that methionine also supplemented low levels of casein. Still 
later Womack and associates (’37, ’41) concluded that methio- 
nine could replace cystine entirely and that the latter was 
effective only in the presence of a certain minimum amount of 
methionine. These findings have extended rather than ques- 
tioned the original observations of Osborne and Mendel, which 
have been confirmed by other investigators. 

In work relating to the physiology of choline and the B 
vitamins in 1941, however* it was observed in this laboratory 2 
that growth was decidedly subnormal on low-fat, low-casein 
diets, and was depressed rather than increased by the addition 
of cystine. A reinvestigation of the nutritive value of casein 
was therefore undertaken. The results show some interesting 
relationships of protein, fat, certain amino acids, and vitamins. 

1 Published with the permission of the director of the Alabama Agricultural 
Experiment Station. 

2 Unpublished data by the author. 
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METHODS AND RESULTS 

General procedure 

A line-bred strain of hooded rats from the Wisconsin 
original stock was used throughout this investigation. Bats 
were weaned at 23 days of age and caged individually in 
metal cages with raised screen bottoms. Fresh tap water and 
food were supplied daily, ad libitum. Once a week all food 
residues were weighed and discarded and clean food jars 
were placed in the cages. The floor screens and the papers in 
drip pans were changed each week. The rats -were weighed 
weekly at approximately the same time of day. Each group, 
with 5 exceptions, consisted of 2 males and 2 females, and the 
groups being compared always represented uniform litter 
composition. For economy of space the comparable control 
groups have been combined in tables 3 and 4. 

The composition of the various basal diets is given in table 
1. Adequate amounts of a-tocopherol, carotene, calciferol, 
thiamine, riboflavin, pyridoxine, inositol, and Oa pantothenate 
were mixed into the basal diets. Choline chloride was omitted 
from the diets used in the experiments listed in table 2 and for 
certain groups that received methionine as indicated in tables 
3 and 4. 

Special supplementary additions and major changes of diet 
are shown in tables 2 to 5. 

Primary deficiency of casein is labile methyl 

Much work has been done on choline-deficient diets con- 
taining various levels of casein. The results have shown that 
casein has lipotropic and kidney-protecting properties. Grif- 
fith’s ( ’41) review gives a bibliography of the important work 
to 1941 ; see also Treadwell et ah, ’42, Beveridge et ah, ’44, and 
Handler, ’46. Some of the results have been complicated 
by the inclusion of other proteins in casein diets and by the 
use of yeast or yeast extracts as sources of vit amin s. 

In the beginning of this study, rats that received choline-free 
diets containing crystalline vitamins and low levels of casein 
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TABLE 1 


Composition of l)asal diets. Major ingredients and percentages thereof . 1 


DIET 

NUMBER 

CASEIN 1 2 

salt 3 

carbohydrate 4 

EAT 5 6 

CHOLINE * 

6 

6 

3 

90.8 


0.2 

8.3 L 

8.3 

3 

58.5 

30 

0.2 

9 

9 

4 

86.8 


0.2 

12 

12 

4 

83.8 


0.2 

12L/2 

12 

4 . 

68.8 

15 

0.2 

12.5 L 

12.5 

4 

53.3 

30 

0.2 

15 

15 

4 

80.8 


0.2 

16.5 L 

16.5 

4 

49.3 

30 

0.2 

18 

18 

4 

77.8 


0.2 

18L/2 

18 

4 

62.8 

15 

0.2 

18 L 

18 

4 

47.8 

30 

0.2 

24 

24 

4 

71.8 


0.2 

24 L/2 

24 

4 

56.8 

15 

0.2 

25 

25 

4 

70.8 


0.2 

25 L 

25 

5.5 

39.3 

30 

0.2 

30 

30 

4 

65.8 


0.2 

30 L/2 

30 

4 

50.8 

15 

0.2 

41 L 

41 

5.5 

23.3 

30 

0.2 


1 Additions of special supplements as noted in later tables were always at the 
expense of the carbohydrate component and were always in addition to the regular 
vitamin supplements carried by all diets in the following amounts in mg/kg of 
diet: carotene 4, a-tocopherol 50, calciferol 0.125, i-inositol 200, thiamine 2, 
pyridoxine 2, riboflavin 4, Ca, pantothenate 10. Nicotinic acid was added only in 
certain groups as indicated in tables 2 and 5. The calciferol was donated by Mead 
Johnson Co., Evansville, Ind. 

2 The casein was purified in 50-lb. lots by cold percolation with tap water for 6 
days. The water standing in the casein overnight was acidified to 0.20% with 
acetic acid. On the seventh day the acid was washed out and about 4 gal. of 
alcohol percolated through the casein to facilitate drying under a fan in a w T arm 
room. 

3 In the early experiments Salt 186 (J. Riol. Chem., 1930, vol. 89, p. 199) was 
used. In the later experiments Salt 5 was used. The composition of Salt 5, as 
mixed, was Ca 3 (P0 4 ) 2 2050, K 2 HPO* 1030, MgS0 4 • 7H..0 600, NaCl 500, Pe citrate 
130, MnSO* * 4H 2 0 20, CuS0 4 • 5H 2 0 5, ZnC0 3 10, KI 5 gm. This was dried at 
70°C. to a dry weight of 4000 gm. 

4 Sucrose (standard granulated cane sugar) was the carbohydrate used except 
for a few groups where it was replaced with glucose (cerelose) or cornstarch as 
shown in tables 3 and 4. 

5 Lard was the fat used except for 7 groups as shown in table 4. In all cases 
where the diet did not contain added fat, each rat received 0.10 ml/day of corn 
oil as a source of essential fat acids. 

6 Choline was omitted and the carbohydrate increased 0.20% for all groups 
listed in table 2. 
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died. The studies on the choline-free diets were extended. 
From the results shown in table 2, it is evident that the pri- 
mary deficiency of casein at low levels is labile methyl. Kidney 
lesions and death occurred even at casein levels of 18 and 24% 
in choline-free diets containing a minimum of fat and no added 
cystine. At levels of 9, 12, and 15%, kidney lesions and mor- 
tality ranged from 75 to 100%. The addition of cystine or 

TABLE 2 

Mortality rate of rats receiving various levels of casein in choline-free diets. 


s* 

< Q 
fa 

a- 

p 

sa 

ft 

w 8 
p g 
50 ft 

t* s 

03 E? 
ft ■< 
«« 
S ft 

P 0 

5* 

£ 

ft 

£ g 
§* 

AY. TIME 

TO DEATH 

m 
fcH ^ 

Bs ■- 

S* 

ft Eh 

05 M 

■ < ft 
ft 

ft 

« 
ft 
& ft 
<1 ft 
ft 

1-CYSTINE 

ADDED 

03 * 
ft <5 

Eft 

PH 

Eh 

ft 

23 w 

Is 

g 

ft g 

gs 

. x co ; 

ft 



% 


% 

days 

% 



% 


% 

days 

% 

9 

3 


8 

75 

14 

100 

18 

3 

0.3 

4 

25 

9 

25 

9 

3 

0.3 

8 

100 

12 

100 

18 

3 

0.5 

4 

100 

9 

100 

9 2 

3 


8 

87.5 

14 

87.5 

18 

3 

1.0 

4 

100 

9 

100 

9 2 

3 

0.3 

8 

100 

11 

100 

18 

3 

1.5 

4 

100 

12 

100 

12 

3 


20 

100 

10 

100 

18 1 

3 

0.3 

4 

75 

10 

100 

12 

3 

0.3 

4 

100 

9 

100 

18 L/2 1 

4 

0,3 

4 

75 

10 

100 

12 2 

3 

0.3 

3 

100 

9 

100 

24 

3 


4 

25 

9 

25 

12L/2 

3 4 

0.3 

11 

100 

9 

100 

24 

3 

0.3 

4 

25 

9 

37.5 

15 

3 


4 

75 

10 

75 

24 L/2 

4 

0.3 

4 

25 

9 

75 

15 

3 

0.3 

4 

100 

10 

100 

30 

3 

0.3 

4 

0 


0 

18 

3 


8 

25 

9 

37.5 

30 L/2 

4 

0.3 

4 

25 

10 

50 


1 Mortality rate indicates rats dying of hemorrhaged kidneys within the 3-week 
experimental period. Any survivors on the twenty-fi-rst day were killed and ex- 
amined for kidney lesions. 

2 20 mg of nicotinic acid was added per kilo of diet for these groups. 

3 0.10 ml corn oil/rat/day. 

4 15% pure lard in diet. 

cystine and fat tended to increase the incidence of kidney 
lesions and the rate of mortality at the higher levels of casein 
and to decrease the survival period at the lower levels. 

Mulford and Griffith (’42) have suggested that the harmful 
effect of cystine in choline-free diets is related to increased 
rate of growth. In our experiments, however, cystine added 
to a low-fat, low-casein diet depressed rather than increased 
the growth rate (table 3). 
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Although 24% of casein in the low-fat diet did not afford 
complete protection against kidney lesions, 0.38% of free 
dl-methionine added to a 12% -casein diet did. When the 
methionine was supplied, the further addition of choline was 

TABLE 3 


Gains of rats receiving various levels of casein, cystine, methionine and other 
supplements in low-fat diets for 8 weelcs. 


basal 

DIET 

DIET CHANGE OR 

NO ADDED CYSTINE 

0.80% ADDED 1 -CYSTINE 

SPECIAL SUPPLEMENT 
ADDITION 

Number 
of rats 

Av. gain 
per rat 

Gm food 
/gm gain 

Number 
of rats 

Av. gain 
per rat 

Gm food 
/gm gain 




gm 



gm, 


6 


4 

— 1 


4 

—•5 


6 

0.38% Methionine 

4 

2 





9 


8 

36 

8.20 

8 

21 

10.52 

9 

0.38% Methionine 

4 

28 

8.60 




9 

6% Yeast 

4 

89 

4.48 

4 

89 

4.18 

12 


24 

59 

5.44 

24 

32 

7.53 

12 

0.38% Methionine 

12 

36 

6.33 




12 

0.38% Methionine 








without choline 

12 

66 

4.92 




12 

6% Yeast 

8 

147 

4.22 

8 . 

157 

3.69 

12 

6% Yeast residue 1 

4 

77 

5.23 

. 4 

70 

5.13 

12 

6% Liver residue 2 

4 

94 

4.70 

4 

88 

4.43 

12 

6% O Liver extract 3 

4 

108 

4.90 

4 

132 

4.13 

12 

Glucose for sucrose 

4 

98 

5.65 

4 

69 

6.40 

12 

Cornstarch for sucrose 

12 

113 

4.65 

12 

96 

4.78 

15 


4 

111 


4 

77 


18 


12 

115 

3.88 

12 

93 

4.13 

18 

0.38% Methionine 

4 

116 

3.51 

4 

104 

3.48 

18 

0.38% Methionine 








without choline 

4 

126 

3.54 

4 

122 

3.60 

18 

6% Yeast 

16 

195 

3.69 

8 

182 

3.84 


1 The residue from exhaustive extraction of brewer’s yeast with 51% (by wt.) 
alcohol. 

2 The residue from similar extraction of dried beef -liver. 

3 The 51%-alcohol extract from dried beef -liver, concentrated under diminished 
pressure, and added to diet at level equivalent to 6% of dried liver. 

not beneficial (table 3). Likewise, 0.38% dl-methionine in a 
diet containing 12.5% casein and 30% lard afforded complete 
protection against kidney lesions in rats that made an average 
gain of 156 gm in 8 weeks (table 4). In contrast with this, rats 
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receiving 30% casein, 0.30% cystine and 15% lard showed 
50% incidence of kidney damage and 25% mortality. Free 
methionine was clearly more effective in preventing kidney 
damage than methionine combined in the casein molecule. This 
augments the finding of Eckstein and co-workers (Tucker and 
Eckstein, ’37; Tucker, Treadwell and Eckstein, ’40; and 
Treadwell, Groothuis and Eckstein, ’42) that the lipotropic 
action of free methionine was superior to that of methionine 
combined in casein. 

Best and Ridout (’40) and Channon et al. (’43) have not 
agreed that the lipotropic effect of protein can he explained on 
the basis of methionine alone. More recent work from Best’s 
laboratory (Beveridge et al., ’44) has shown no significant 
difference in the lipotropic action of free methionine and 
methionine combined in casein provided that the essential 
amino acids were approximately equal. One would expect more 
of the methionine methyl to be available for choline synthesis 
when methionine is fed as the sole supplement than when it is 
fed along with other essential amino acids or combined with 
other essential amino acids in the protein molecule. 

Cystine fails to supplement casein in low-fat diets 

The growth of rats receiving low-fat diets containing va- 
rious levels of casein, the usual crystalline vitamins, and 
choline or methionine as a source of transferable methyl 
groups, was studied next. The data are summarized in table 3. 
It is apparent that such diets even at the 18% casein level 
fall far short of producing normal growth. At the 12 and 9% 
casein levels growth was only slightly above one-fourth and 
one-sixth, respectively, of the normal rate. 

The addition of cystine not only failed to increase the rate 
of growth but actually decreased it, particularly at the 9 and 
12% levels of casein. 

The addition of 6% brewer’s yeast produced a remarkable 
response in growth. The increase was very significant at the 
9 and 12% casein levels, and growth approached the normal 
rate at the 18% level. Liver extract also markedly increased 
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growth on. the 12% casein diet. Moreover, yeast or liver ex- 
tract counteracted the depressing effect of cystine. 

The extracted residues of yeast or liver were relatively 
ineffective in increasing growth. When sucrose was replaced 
by cornstarch there was a significant improvement in growth 
but the rate was still abnormal. 

Fat increases growth rate and alters effect of cystine 
Since the diets used by Osborne and Mendel had contained 
substantial amounts of fat, the effect of adding 30% lard to the 
basal diet was studied. The casein was increased to provide 
the same ratio between protein and nonprotein calories as in 
the low-fat diets. The results are presented in table 4. 


TABLE 4 

Gains of rats receiving various levels of casein, cystine , methionine and other 
supplements in 30%-fat diets for S weeks. 


BASAL 

DIET 

DIET CHANGE OR 

NO ADDED CYSTINE 

0.30% ADDED 1-CYSTINE 

SPECIAL SUPPLEMENT 

ADDITION 

Av. gain 
per rat 

Gm food 
/grn gain 

Number 
of rats 

Ay. gain 
per rat 

Gm food 
/gm gain 




grn 



gm 


8.3 L 


3 

10 

17.30 

4 

31 

6.90 

8.3 L 

0.38% dl-Metliionine 

4 

40 

5.77 




12.5 L 


8 

76 

3.79 

8 

141 

2.66 

12.5 L 

0.38% dl -Methionine 

8 

126 

2.67 




12.5 L 

0.38% dl-Methionine 








without choline 

4 

156 

2.80 




16.5 L 


12 

135 

2.96 

8 

171 

2.47 

16.5 L 

0.38% dl-Methionine 

4 

183 

2.28 

4 

176 

2.27 

16.5 L 

0.38% dl-Methionine 








without choline 

12 

186 

2.42 




25 L 


16 

199 

2.47 

16 

225 

2.35 

25 L 

0.45 dl-Methionine 

4 

207 

2.23 

4 

200 

2.10 

25 L 

0.45 dl-Methionine 








without choline 

4 

227 

2.10 




25 L 

6% Yeast 




7 

238 

2.63 

25 L 

Cornstarch for 








sucrose 

4 

201 

2.52 

4 

196 

2.50 

25 L 

Bijtterfat for lard 

4 

204 

2.96 

4 

205 

2 t 46 

25 L 

Margarine fat 
for lard 

4 

204 

2.86 

4 

204 

2.49 

25 L 

Coconut oil for lard 

4 

189 

3.04 




41 L 


8 

205 

2.23 

8 

214 

2.24 
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The fat addition resulted in marked improvement of growth 
at all levels of protein. Whereas all rats had lost weight on the 
low-fat, 6% -casein diet, all gained on the 30% -lard, 8.3%- 
casein diet. On the 25%-casein diet with 30% lard, the gains 
were essentially normal and about double the gain on the cor- 
responding 18% -casein, low-fat diets when crystalline vita- 
mins were used as the only supplements. 

Another striking effect of the fat addition was that cystine 
additions resulted in further improvement of growth rate at 
low levels of casein. Moreover, brewer’s yeast, which had 
effected marked improvement in growth on the low-fat diets, 
had little effect with the fat diets containing 25% casein. 

Butterfat and margarine fat were comparable to lard in 
stimulating growth. Coconut oil was only slightly less ef- 
fective; this may have been caused by a lack of essential 
unsaturated fat acids in the coconut oil as no other source of 
these dietary factors was supplied with the fat diets. The 
general effect of fats in increasing the rate of growth, how- 
ever, was not associated with unsaturated fat acids. The 
corn oil fed with the low-fat diets furnished an adequate 
supply of linoleic acid. 

Nicotinic add or tryptophane corrects second 
deficiency of casein in low-fat diets 

After the marked growth-stimulating effect of fat was ob- 
served and it was found that the active principle of yeast and 
liver was water-soluble, increased levels of thiamine, ribo- 
flavin, pyridoxine, and Ca pantothenate were tested. The 
additions of para-amino-benzoic acid, 2-methyl 1, 4-naptho- 
quinone, and of biotin, 3 all of which had previously given 
negative results in similar diets, were rechecked. The results 
of these tests were negative. Nicotinic acid also had given 
negative results with rats in this laboratory in 1939, when 
added to a black-tongue-producing ration. No convincing 
evidence of its Heed by rats had appeared from other labora- 

3 Supplies of biotin were donated by the Medical Department of Merck and Co., 
Rahway, N. J. 
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tories-. This vitamin fortunately -was not included as a routine 
supplement to the diets in the early part of the investigation. 
Damn’s (’41) report, appearing shortly after the study was 
initiated, seemed to prove conclusively that dietary nicotinic 
acid was not needed by the rat. 

Since the diet used by Dann contained 25% casein, however, 
it was decided to try nicotinic acid as a supplement to the 
low-casein, low-fat diets. The results (table 5) were surprising 
indeed. When 20 mg of nicotinic acid per kilo of diet was added, 

TABLE 5 


Effect of nicotinic acid or tryptophane on gains of rats receiving various levels of 
casein, cystine, and fat for 8 iveelcs. 


BASAL 

DIET 

FAT 

LEVEL 


NO NICOTINIC ACID 

NICOTINIC ACID ADDED 

ADDED 

Number Av. gain 
of rats per rat 

Gm food 
/gm gain 

Number 
of rats 

Av. gain 
per rat 

Gm food 
/gm gain 



% 


firm 



gm 


9 

0.10 ml corn 









oil/rat/day 

0.1 

4 

22 

9.70 

4 1 

63 

5.19 

12 

0.10 ml corn 









oil/rat/day 


4 

44 

5.89 

3 1 

68 

4.69 

12 

0.10 ml corn 









oil/rat/day 

0.3 

8 

27 

8.07 

8 1 

104 

4.22 

12 

0.10 ml corn 









oil/rat/day 

0.3 

4 

38 

7.37 

4 

175 

4.08 

12 

0.10 ml corn 









oil/rat/day 

0.3 

4 2 

171 

3.70 

4 2 

172 

3.83 

12 

0.10 ml corn 









oil/rat/day 

0.3 

4 

24 

8.41 

4 

137 

3.49 

12L/2 

15% lard 

0.3 

4 

62 

4.03 

4 

162 

2.84 

16.5 L 

30% lard 

0.3 

4 

166 

2.38 

4 1 

179 

2.39 

18 

0.10 ml corn 









oil/rat/day 

0.3 

8 

90 

4.18 

12 

180 

3.66 

18 L 

30% lard 

0.3 

4 

198 

2.31 

4 

205 

2.26 

25 

0.10 ml corn 









oil/rat/day 

0.3 

4 

196 

3.73 

4 

199 

3.80 

25 L 

30% lard 

0.3 

4 

218 

2.23 

4 

227 

2.21 


1 The diet for these 4 groups of rats contained 1 mg % of nicotinic acid ; the 
diet for all other rats receiving nicotinic acid contained 2 mg %. 

2 0.3% dl-tryptophane was added to the diet for these 2 groups. 
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improvement in growth was as striking as when brewer s 
yeast or liver extract was added. The effect was greatest at 
the 12% level of casein but was very significant even at the 
18% level. With 25% of casein in the low-fat diet, growth was 
essentially normal and was not improved materially by nico- 
tinic acid. 

Nicotinic acid, moreover, had a similar effect to yeast and 
fat in permitting cystine to manifest a supplemental action 
at low levels of casein. 

In the diet containing 30% lard and 16.5% casein, which 
on a protein : calorie basis was comparable to the 12%-casein, 
low-fat diet, nicotinic acid had a relatively slight effect on 
growth. When the casein was increased to 25% in the lard 
diet, which is comparable to the 18% of casein in the low-fat 
diet, there was no significant effect of nicotinic acid on 
growth. 

In the meantime the Wisconsin workers (Krehl et al., ’45) 
reported that tryptophane had an effect similar to that of 
nicotinic acid in supplementing diets having a relatively 
high content of corn products The addition of 0.30% dl- 
tryptophane to the 12%-casein diet produced about the same 
growth as the addition of 20 mg of nicotinic acid per kilo of 
diet. There was no apparent advantage to the addition of 
both tryptophane and nicotinic acid. These results showed 
definitely that the second limiting factor in the low-fat diets 
containing 18% or less of casein was nicotinic acid or trypto- 
phane. Since the completion of these experiments, Krehl et al. 
(’46) have reported that the relationship between nicotinic 
acid and tryptophane is not peculiar to corn-supplemented 
rations but is related to the nature of the total amino acid 
content of the ration. 

Results emphasise protein, fat, amino acid, 
and vitamin relationships 

The results reported in this paper illustrate how the appar- 
ent nutritive value of a protein may be influenced by other 
dietary constituents. First in importance is the effect of 
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transferable methyl groups. In the absence of choline from 
the diet, labile-methyl groups become the first limiting factor 
of casein. For strains of rats having a relatively high choline 
requirement (Engel, ’43; Copeland, ’44), this limitation is 
disastrous in diets containing 15% or less of casein. It is 
significant even at levels of 24 to 30% casein, particularly if 
the diets contain cystine and fat. 

The effect of nicotinic acid is also of major importance. It 
appears that there is maximum need for nicotinic acid when 
the diet is high in sugar and low in fat. In the absence of 
adequate nicotinic acid, the rat may be able to convert trypto- 
phane to nicotinic acid to supply the metabolic requirements 
for this vitamin. This view is supported by the results of 
Rosen, Huff and Perlzweig (’46) and of Singal et al. (’46), 
indicating that tryptophane may be the precursor of nicotinic 
acid synthesis in the rat. Obviously in the low-casein diets 
the tryptophane supply is not adequate for this purpose and 
for tissue formation at the normal rate. The relatively high 
level of 25% casein is required to furnish sufficient trypto- 
phane to build tissues and meet the nicotinic acid requirements 
of the growing rat on a nicotinic acid-free, low-fat diet. Win- 
trobe et al. (’45) have recently reported that pigs showed 
marked symptoms of nicotinic acid deficiency on a 10%-casein 
ration but not on a 26.1% -casein ration. ■ 

The marked growth-promoting effect of fat in the nicotinic 
acid-free, low-casein diets is explained on the basis of a 
nicotinic acid-sparing action of fat. The relatively high levels 
of fat required are in line with such an interpretation. The 
effect is nearly as striking and may be as important nutri- 
tionally as the thiamine-sparing action of fat. The higher 
energy value of fat diets and the possible economy of utiliza- 
tion of preformed fat as compared with the synthesis of fat 
from carbohydrate may be of some importance. The excellent 
growth that results when nicotinic acid is added to the low- 
fat diets, however, indicates that these are factors of minor 
importance. These results can be explained on the basis that 
nicotinic acid, like thiamine, functions primarily in carbohy- 
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drate metabolism. They also provide further information 
regarding the intrinsic importance of dietary fat. 

A partial explanation of the anomalous effect of cystine in 
the low-fat, low-casein diets now becomes obvious. Cystine 
added to such diets cannot be utilized because of the deficiency 
of nicotinic acid or tryptophane. Only when this deficiency is 
remedied, is a deficiency of cystine demonstrable. It is not 
clear why the addition of cystine to the nicotinic acid-free, 
low-casein, low-fat diets should be harmful. 

The low-casein diets used by Osborne and Mendel (’15) 
contained 28% protein-free milk, 25% fat, and 18 to 30% 
starch. These ingredients probably remedied the deficiencies 
of labile methyl and nicotinic acid in the casein. Under such 
conditions cystine (or sulfur containing amino acid) was the 
factor limiting growth at the 9 and 12% levels of casein. 

Although methionine can be used as the source of labile 
methyl and tryptophane or casein at high levels as the source 
of nicotinic acid (certainly for rats and probably for pigs), 
the economy of using choline and nicotinic acid is obvious. The 
presence of these 2 vitamins increases the efficiency of protein 
utilization and thus makes relatively low-protein diets ade- 
quate for growth. That the nicotinic acid-sparing action of 
fat may also play an important role in practical nutrition is 
clearly indicated. In decreasing the need for nicotinic acid, 
fat may indirectly conserve ingested tryptophane and thus in- 
crease the efficiency of protein utilization. The protein re- 
quired per gm of gain was significantly less in the animals 
receiving 30% fat than in those receiving the low-fat diets. 

SUMMARY 

1. The primary deficiency in diets containing 18% or less 
of casein was found to be labile-methyl groups unless supple- 
mentary choline or methionine was added. 

2. The deficiency of labile methyl was aggravated by the 
addition of cystine or cystine and fat. 
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3. Supplementary methionine as the free amino aeid was 
more effective than methionine combined in the casein 
molecule. 

4. The second demonstrable deficiency in low-fat diets 
containing 18% or less of casein was nicotinic acid. 

5. Tryptophane or a high level of casein (25%) counter- 
acted the deficiency of nicotinic acid. 

6. A high level of fat (30%) tended to counteract the 
deficiency of nicotinic acid. This was probably a nicotinic acid- 
sparing effect as the energy metabolism shifted from carbo- 
hydrate to fat and indicates that nicotinic acid, like thiamine, 
functions primarily in carbohydrate metabolism. 

7. Only when the deficiencies of labile methyl and nicotinic 
acid were remedied, was a deficiency of cystine (or sulfur 
amino acid) demonstrable. 

8. Methionine corrected both the labile methyl and the 
sulfur amino-acid deficiencies. 

9. The possible nutritional significance of the findings is 
discussed. 
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Krehl et al. (’45, ’45, ’45) have reported: (1) that corn 
products had a growth-retarding effect for rats; (2) that 
corn grits increased the nicotinic acid requirement of dogs; 
(3) that the growth-depressing effect of corn products for 
rats was counteracted by nicotinic acid or tryptophane or by 
certain proteins. 

More recently Krehl et al. (’46, ’46) have concluded that 
the relationship between nicotinic acid and tryptophane is not 
peculiar to corn-supplemented rations since similar effects 
can be demonstrated with non-com rations which are low in 
both tryptophane and nicotinic acid. They report that the 
“deleterious action” of corn grits in a synthetic diet was 
prevented when fibrin, egg albumen, or soybean globulin was 
used in the place of casein. Moreover, the kind of carbo- 
hydrate was found to influence the extent of the “undesirable 
effect” of corn. These investigators suggest that the addition 
of corn to the diet may result in the development of un- 
favorable intestinal flora which may destroy nicotinic acid 
or that corn may contain a substance or substances which com- 
bine with nicotinic acid or in some way make it unavailable. 

1 Published with the approval of the Director of the Alabama Agricultural 
Experiment Station. 
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Any such positive harmful effects of com would be of great 
nutritional importance in the South where corn bread and 
grits occupy such an important place in human diets. It was 
shown in the accompanying paper, however (Salmon, ’46) that 
the level of casein, or tryptophane, and of fat in non-corn 
diets determines the need for dietary nicotinic acid by the 
rat. It will be shown in the following pages that this is also 
true in diets containing corn meal or grits and that the postula- 
tion of some kind of deleterious action peculiarly specific to 
corn is not supported by the data available. 

METHODS AND BESULTS 

The purification of the casein and the general experimental 
procedures were the same as in the previous investigation 
(Salmon, ’46). The corn meal was whole white corn meal, 
ground on a buhr mill from locally-grown corn. The grits were 
the usual degerminated commercial product. 

The composition of the various diets and the gains pro- 
duced in rats by each diet are shown in table 1. 

Corn products do not retard growth 
if casein level is constant 

If corn had some kind of specific deleterious effect when 
added to a nicotinic acid-deficient diet, it would appear that 
the inclusion of corn in such a diet should depress the growth 
rate. Furthermore, one might expect that as the proportion 
of corn increased the depression of the growth-rate would 
likewise increase. The data in table 1 show, however, that 
the inclusion of 40% corn meal in a nicotinic acid-free basal 
diet, containing 9% casein, increased rather than depressed 
the growth rate of rats. When the corn meal was increased 
to 86.7%, the casein remaining at 9%, growth was substan- 
tially greater than when the diet contained only 40% corn 
meal. A further increase of 5% corn meal, even at the expense 
of the casein (corn meal 91.8%, casein 4%), resulted in a 
slight additional increase of growth. When casein was omitted 
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entirely and the diet contained only corn meal, minerals, and 
vitamins (no nicotinic acid included), growth was very poor 
but was as good as on a 9% -casein diet without corn or nico- 
tinic acid. These data certainly fail to show any evidence of 
a special deleterious effect of corn meal at any level so long 
as the casein content of the diet is kept constant. 

TABLE 1 


Gains of rats receiving various levels of casein , corn products, and fat in diet 1 

for 8 weeks. 


CORN 

PRODUCT 

CASEIN 

LARD 

NO NICOTINIC ACID 

NICOTINIC ACID ADDED 

Number Av. gain 
of rats per rat 

Gm food 
/gm gain 

Number 
of rats 

Av. gain 
per rat 

Gm food 
/gm gain 

% 

% 

% 


gm 



gm 



9 


4 

22 

9.45 

4 2 

63 

5.09 

40 Meal 

9 - 


4 

55 

5.96 

4 2 

200 

3.48 

86.7 Meal 

9 


4 

154 

3.93 

4 

214 

3.36 

91.8 Meal 

4 


8 

168 

4.27 

8 

170 

4.48 

95.8 Meal 



4 

21 

13.50 

4 

22 

12.73 

40 Meal 

9 


4 

41 

6.41 

4 

201 

3.60 

40 Meal 

9 


4 3 

188 

3.86 

4 3 

212 

3.36 

40 Meal 

9 

15 

4 

95 

3.93 

4 

200 

3.21 

40 Meal 

13.3 

30 

4 

200 

2.53 

4 

243 

2.48 

40 Grits 

9 


4 

21 

14.55 

4 

208 

3.87 

40 Meal 

9 


4 

34 

7.73 

4 

216 

3.88 

40 Grits 

25 


4 

219 

3.68 

4 

225 

3.52 

40 Grits 

25 

15 

4 

247 

3.14 

4 

248 

3.02 


*The diets contained 4.0% of Salt 5 (Salmon, >46), 0.2% of choline chloride 
and sucrose to make 100%; to the diets were added the following amounts of 
vitamin supplements in mg/kg of diet: carotene 4, a-tocopherol 50, calciferol 0.125, 
i-inositol 200, thiamine 2, pyridoxine 2, riboflavin 4, Ca pantothenate 10. All diets 
contained 0.3% of added 1-cystine except the 86.7% corn meal diet which con- 
tained only 0.1%, and the 91.8% and 95.8% corn meal diets to which no cystine was 
added. 

2 These 2 groups received 1 mg % of nicotinic acid in the diet ; the diet for all 
other groups receiving nicotinic acid contained 2 mg %. 

3 These 2 groups received 300 mg % of dl-tryptophane in the diet. 

The addition of nicotinic acid to the 40% -corn meal-9 %- 
casein diet increased the gain 4 to 5-fold. The addition of 
nicotinic acid to the 86.7% -corn meal diet also increased 
growth significantly; the increase was much less but total 
growth was slightly greater than on the 40% -corn meal diet. 
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When the corn meal was increased to 91.8% and the casein 
decreased to 4% or when the corn meal was increased to 95.8% 
and the casein omitted, there was no response to the addition 
of nicotinic acid. Obviously some factor other than nicotinic 
acid was limiting growth at the 91.8% and 95.8% levels of 
corn meal. It appears that 86.7% of corn meal furnished 
enough nicotinic acid to have an appreciable effect on growth. 

In the absence of nicotinic acid, growth was somewhat less 
when corn grits was used instead of corn meal at the 40 %- 
level ; the difference may be attributable to the difference in 
the nicotinic acid content of the 2 products. The response to 
nicotinic acid was about the same on the grits diet as on the 
meal diet. 

The addition of 15% lard to a nicotinic acid-free diet con- 
taining 40% corn meal and 9% casein doubled the rate of 
growth, but the addition of nicotinic acid was still necessary 
for maximum growth. When 30% lard was added and the 
casein increased to 13.3% (to maintain the same total protein : 
non-protein calorie ratio as in the 9% -casein, 40% -meal diet 
without lard), the effect on growth was comparable to the 
addition of nicotinic acid. Growth was only slightly increased 
by the addition of nicotinic acid to the 30%-lard diet. This 
again shows the nicotinic acid-sparing action of fat. 

When the casein level was raised to 25% in a 40% -grits diet, 
growth was normal and there was no response to the addition 
of nicotinic acid. Growth was slightly increased when this 
diet contained 15% lard, but the effect was much less than at 
the lower level of casein, because the higher level of casein 
supplied surplus tryptophane for conversion to nicotinic acid. 

Protein and fat in diet determine dietary 
nicotinic acid requirement of rat 

The data presented in this paper confirm the findings of 
Krehl et al. relating to the growth-stimulating effect of nico- 
tinic acid or tryptophane on rats receiving diets containing 
40% of corn meal or grits. They do not agree with the 
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hypothesis that corn in some peculiarly specific manner re- 
tards growth or alters the dietary nicotinic acid and trypto- 
phane requirement of the growing rat. Data in table 4 of the 
preceding paper (Salmon, ’46) have shown that, in nicotinic 
acid-free, low-fat diets, the casein level determines the 
severity of the nicotinic acid deficiency ; the so-called retarda- 
tion of growth can be produced by substituting 6% of sucrose 
for 6% of casein in a 15% -casein diet. Actually, growth was 
slightly increased by the inclusion of 40% coni meal in the 
9%-casein, nicotinic acid-free diet and tremendously increased 
by the inclusion of 86.7% of corn meal. If corn had any 
deleterious effect, it would seem that this should have in- 
creased directly with the proportion of corn in the diet. 

The most significant effect of corn is its supplementary 
value when added to low-casein diets containing nicotinic acid. 
Growth was considerably greater on a 9%-casein diet that 
contained 40% of meal or grits than on a 12 or even an 18%- 
casein diet (Salmon, ’46) when the diets were supplemented 
with nicotinic acid. It is probable that, when the supply of 
nicotinic acid is ample, a mixture of casein and corn proteins 
is superior to casein alone. The superiority is particularly 
evident at moderately low levels of protein. 

The growth-promoting effect of 30% of lard in diets con- 
taining 40% of corn meal without added nicotinic acid was 
as pronounced as was shown for casein diets in the previous 
paper. Thus, the author’s hypothesis of a nicotinic acid- 
tryptophane-sparing action of fat is further supported. 

Obviously the amount and nature of the protein and the 
amount of fat in the diet determine whether the rat has a 
requirement for dietary nicotinic acid. When the fat content 
is low and the nature or amount of the protein is such that the 
tryptophane supply is limited, the requirement for dietary 
nicotinic acid is very definite. It is apparent that when corn 
replaces 40% of the casein in a 15% casein diet the trypto- 
phane content of the diet is significantly lower. In the author’s 
opinion, the problem is a deficiency problem and there is no 
evidence that it is aggravated by any specific deleterious effect 
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of corn. The effect of fat and of tryptophane upon the nico- 
tinic acid requirement of the rat may be likened to the effect 
of fat on the thiamine requirement and of methionine on the 
choline requirement. The supposition that the rat does not 
require a dietary source of nicotinic acid is false unless one 
presupposes a liberal supply of tryptophane or fat, or both, 
in the diet. 

SUMMARY 

1. No evidence of a specific deleterious effect of corn 
products in nicotinic acid-deficient rations was obtained. 

2. Growth of rats was very poor on a 9% -casein diet either 
with or without the inclusion of 40% of corn meal or grits, 
when nicotinic acid was not added to the diet. 

3. Growth was greater with 86.7% than, with 40% corn 
meal in a 9% -casein diet, either with or without nicotinic acid. 

4. Normal growth was produced by the addition of 1 or 
2 mg % of nicotinic acid to a 9%-casein diet containing 40% 
corn meal or grits, or 86.7 % corn meal. 

5. Three hundred mg % of dl-tryptophane was only slightly 
less effective than 1 mg % of nicotinic acid in stimulating- 
growth on a 40%-corn meal, 9%-casein diet. 

6. A 25% -casein diet containing 40% corn grits produced 
normal growth without the addition of nicotinic acid. 

7. The inclusion of 15% lard in a 9%-casein diet containing 
40% corn meal, but no added nicotinic acid, caused a sig- 
nificant increase in growth. Nicotinic acid was required for 
normal growth on this diet. 

8. When 30% lard was included in the diet containing 40% 
corn meal and the casein increased to 13.3%, growth was 
normal without the addition of nicotinic acid. 

9. Fat was again found to have a marked nicotinic aeid- 
tryptophane-sparing effect, indicating that nicotinic acid 
functions primarily in carbohydrate metabolism. 

10. The inclusion of 40% corn meal or grits in a diet, con- 
taining nicotinic acid and 9% casein, increased growth by 
more than 200%, thus showing a marked supplementary value 
of corn in low-casein diets. 
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11. The conditions relating to the requirement of the rat 
for dietary nicotinic acid are discussed. 
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It lias been recognized for years that lecithin plays an im- 
portant role in fat metabolism. Lecithin is an important 
component of the lipid fraction of blood. It is believed that 
when the neutral fat is transferred from the storag-e depot 
it is first converted to a water-soluble form by phosphorylation 
in situ and that it is carried then in the form of lecithin to 
the liver. Considerable amounts of lecithin are found in the 
liver. For these reasons it has also been suggested that leci- 
thin may be a form into which the fat must be transformed 
before it can be oxidized. Verzar and Laszt (’35a, ’35b) have 
suggested that phosphorylation of fats must occur prior to 
their absorption. On removal of the adrenal cortex, it was 
suggested that fat absorption is slowed down because of the 
failure of phosphorylation. The experiments of Bavetta et al. 
( ’41) confirm the results of Verzar and Laszt in demonstrating 
that a decreased absorption obtains after adrenalectomy in 
the rat. It was also found that this effect was due to a slowing 
in the absorption of fatty acids inasmuch as an accumulation 
of the hydrolysis products of the neutral fat occurred in the 

1 Most of these data are from a thesis presented by Virginia Augur to the 
Graduate School of the University of Southern California in partial fulfillment 
of the requirements for the degree of Master of Science, 

2 Aided by a grant from the American Lecithin Co. 
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intestines. However, they gave no indication as to whether 
the depressing action was due to a failure of phosphorylation. 

Frazer (’46) has given much evidence that fats may be 
absorbed to a considerable extent as neutral fat provided that 
a fine enough emulsion is produced. If this so-called partition 
theory of Frazer is correct, then one might expect that any 
agent such as lecithin which promotes the emulsification might 
be of aid' in speeding up the absorption of fat and in increasing 
the digestibility of the less readily utilized fats. If, on the 
other hand, the lipolytic theory is correct, then one might also 
postulate that the presence of lecithin would increase the 
speed of absorption by providing the means for producing a 
greater emulsification which would enable a more rapid action 
of the lipolytic enzymes. 

The results of Adlersberg and Sobotka (’43a) have in- 
dicated that both fat and vitamin A are absorbed more rapidly 
in man when lecithin is added to the diet. The rise in total 
lipids of the serum on a protein-free diet without lecithin was 
only 32% after 4 hours, compared with 71% in subjects on a 
similar diet who received lecithin along with the food. When 
120,000 or 180,000 International Units (I.U.) of vitamin A 
were given as a component of percomorph oil, there was a 
rise in vitamin A content of blood plasma of only 41% when 
given without lecithin or an average of 212% increase if given 
along with lecithin. In addition, lecithin has an effect on the 
level of blood cholesterol. It was demonstrated by Adlersberg 
and Sobotka (’43b) that the prolonged administration of leci- 
thin brought about a slight decrease in serum cholesterol, 
although it returned to high levels after the administration 
of lecithin was stopped. Similar results are recorded by 
Steiner and Domanski (’44), although the latter investigators 
found that the high levels of blood cholesterol returned after 
4 or 5 weeks in spite of continued lecithin feeding. Urbach 
( ’46), however, was able to maintain persistently low levels of 
blood cholesterol when a diet low in carbohydrate and fat was 
given along with the lecithin. The results of Adlersberg were 
also confirmed by Gross and Kesten ( ’43) . Slanetz and Scharf 
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(’43, ’44) have reported that some unknown factor is neces- 
sary for the utilization of vitamin A in the rat which is present 
in crude lecithin and which is not vitamin E. 

The total availability of the fat (i.e., the coefficient of 
digestibility) as well as the rate of absorption are both im- 
portant in evaluating the nutritive value of fat. Although the 
coefficient of digestibility of poorly utilized fats and their rate 
of absorption are roughly parallel, differences in rate of 
absorption may occur in fats which are practically completely 
digestible. Whereas the coefficient of digestibility may be 
obtained by calculation from the fat ingested and that ex- 
creted in the feces, the rate of absorption can only be deter- 
mined by short term tests where the actual speed of removal 
of the lipid from the small intestine is ascertained. 

Because most of the work which has been done on the effect 
of lecithin on the absorption of fat has been indirect rather 
than direct, the present experiments were undertaken to 
determine whether an increased rate of absorption occurs with 
fats when mixed with lecithin and also whether any improved 
digestibility of fats obtains when additional lecithin is added. 

EXPERIMENTAL 

The effect of lecithin on digestibility was demonstrated by 
feeding rats on diets containing approximately 15% fats of 
high melting point with or without added lecithin. The animals 
were allowed a 2-day period for orientation and the feces were 
then collected for the following 8 days. Food consumption 
was recorded during this period and the diets were allowed 
ad libitum. At the conclusion of the digestibility experiment, 
the animals were fasted for 2 days after which the effect of 
lecithin on the rate of absorption was determined for 3- and 
6-hour periods. The same fats fed on the digestibility experi- 
ments were used in the absorption tests. The diets employed 
are recorded in table 1. 

The combined feces of the 8-day period were dried under 
a vacuum to constant weight, ground with a mortar and pestle 
and the neutral fat extracted on a Soxhlet extractor with 
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diethyl ether. The residue was again dried, mixed with a 
minimum amount of 50% sulfuric acid and the acid paste 
reextracted with ether. The neutral fat and fatty acid ob- 
tained were dried under a vacuum at 60° C. to constant weight. 
It was demonstrated that no acid could be extracted by di- 
ethyl ether from sulfuric acid solution and it was also found 
that the material extracted from dried feces after acidification 
was acid in reaction and possessed the properties of a fatty 
acid. 

TABLE 1 

Composition of diets used in digestibility studies. 


COMPONENTS OP DIET 

DIET 1 

DIET 2 

DIET 3 


'■ % ■ 

c /o 

% 

Commercial casein 

18 

18 

18 

Glucose 

56 

53 

71 

Hydrogenated cottonseed oil 

15 

15 

0 

Salt mixture 1 

7 

7 

7 

Yeast 2 

1 

1 

i 

Liver extract 3 

a 

3 

3 

Crude Soya Lecithin 4 

0 

3 

0 


1 Osborne-Mendel (’19). 

2 Anheuser-Busch, Strain G. 

8 Wilson and Co., 1 : 20 concentrate. 

4 Prepared by The American Lecithin Co. 

, The calculations for digestibility were made in the usual 
way, correction being made for the metabolic fat. The cor- 
rection for metabolic fat was determined in experiments where 
the animals were fed on Diet 3 (table 1) in which the fat has 
been replaced by glucose. The 10 rats used in this determina- 
tion weighed on an average, 209 gm, consumed a total of 
94.5 gm of food, and excreted stools which had an average 
dried weight of 5.35 gm. The feces contained a total of 181 mg 
of fat as neutral fat, 87.5 mg as soap which makes a total of 
268 mg or 50.5 mg per gm of dried stool. The latter figure 
was used in the subsequent calculations. The coefficient of 
digestibility was expressed as the per cent of the ingested 
fat which had been utilized. The amount of digested fat was 
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determined by subtracting the corrected excretion value from 
the original weight of ingested fat. 

The absorption tests were carried out by the usual procedure 
as described in the paper of Deuel, Hallman and Leonard 
(’40). The fat was fed at a level of 300 mg per 100 cm 2 of 
body surface based on fasted weight. Surface area was 
estimated by the formula of Lee (’29). In some preliminary 
experiments where the effect of lecithin on preventing 
diarrhea was determined after giving large doses of cotton- 
seed oil, the fats were fed at approximately 1.5 or 2 times 
the usual level. The experiments were carried out on a com- 
mercial sample of cottonseed oil 8 and on 3 samples of cotton- 
seed oil hydrogenated to melting points of 46°, 54°, and 65°C. 4 
The crude lecithin was added in the absorption and diarrhea 
tests in proportions of one-sixth or one-fifth, respectively. 
According to the manufacturer, the crude lecithin contains 
30 to 40% of soybean oil and about 60 to 70% of mixed 
phosphatides of lecithin, cephalin and lipositol. Adult female 
rats were used throughout the experiment except in one series 
of tests on susceptibility to diarrhea and were from the 
University of Southern California colony. 

* RESULTS 

In a series of preliminary experiments, tests were made to 
determine whether a greater amount of fat could be digested 
without the onset of diarrhea if lecithin was added to the diet. 
A summary of these experiments is recorded in table 2. 

When either cottonseed oil or hydrogenated cottonseed oil 
was fed at several levels, the number of rats which developed 
diarrhea was invariably higher in the group where no lecithin 
was added. In a grand total of 50 experiments where fat was 
fed without lecithin, a total number of 20 cases of diarrhea 
were noted which is an incidence of 40%. Only 4 rats of the 
40 which received lecithin with the fat developed a diarrhea, 

3 Wesson Oil. 

4 These fats were kindly prepared for ns by Dr. K. Mattil of Swift and Co. 
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TABLE 2 

The incidence of diarrhea in rats fed several fats with or without added lecithin 
after a previous 48 ’•hour fast period . 


FAT ALONE FAT PLUS LECITHIN 



LENGTH 




No. 




No. 

FAT FED 

OF 

PERIOD 

Sex 

Dose 

No. of 
tests 

with 

diar- 

Sex 

Dose 

No. of 
tests 

with 

diar- 





rhea 




rhea 


hours 


mg/ 
100 cm 1 2 3 * * 




mg/ 
100 cm 2 



Cottonseed oil 

3 

F 

328 

3 

1 






3 

F 

410 

4 

3 

F 

410 

7 

0 


2 

F 

410 

23 

5 

F 

410 

16 

1 


2 

M 

615 

10 

4 

M 

615 

10 

2 

Hydrogenated 










cottonseed oil 

6 

F 

337 

10 

7 

F 

374 

7 

1 


TABLE 3 

Summary table of digestibility of S samples of cottonseed oil hydrogenated to 
different degrees when fed in a diet without lecithin ( Diet 1) or 
with lecithin (Viet 2). 


DATA SUMMARIZED 

FAT 1 (46°C.) 

FAT 2 (54°0.) 

fat 3 (65°o.) 

Diet 1 

Diet 2 

Diet 1 

Diet 2 

Diet 1 

Diet 2 

Number of rats 

10 

10 

9 

10 

10 

10 

Average weight of rats, gm 

191 

157 

173 

181 

241 

243 

Average gain, gm 

6.5 

12.3 

10.3 

8.0 

0.9 

— 1.4 

Fat in diet, % 

16.6 

20.2 

15.7 

20.7 

17.6 

18.4 

Average food eaten, gm 

88 

86 

82 

83 

90 

91 

Average fat ingested, gm 

14.9 

17.5 

12.3 

17.2 

15.7 

16.6 

Average weight of 







dried stools, gm 

7.8 

6.7 

9.1 

' 8.5 

17.7 

15.2 

Average fat excreted 







As neutral fat and fatty 







acid, gm 

0.73 

0.62 

0.62 

0.79 

6.31 

4.83 

As soaps, gm 

2.09 

1.86 

3.80 

2.63 

6.93 

5.33 

Total, corrected 1 

2.39 

2.09 

3.92 

2.95 

12.25 

9.32 

Coefficient of digestibility 2 

83.8 ± 

87.9 ± 

68.7 ± 

82.8 ± 

24.0 ± 

44.2 ± 


1.4 

0.7 

2.7 

1.4 

. 2.6 

2.0 

M.D. : S.E.M.D. 8 


2.66 


4.71 


6.05 


1 Corrected for metabolic fat by multiplying weight of dried stools by 50.5 mg. 

2 Including the standard error of the mean calculated by the formula V Sd*/n/ V n 
where “ d ’ * is the deviation from the mean and ‘ ‘ n 9 ’ is the number of observations. 

3 Mean Difference : Standard Error of Mean Difference of results on Diet 1 

compared with those on Diet 2. When this value exceeds 3, the results are con- 

sidered significant. 



FAT DIGESTIBILITY AND ABSORPTION" 


183 


which equals only 10%. In the cottonseed oil tests, the experi- 
ments with and without lecithin were carried out simul- 
taneously. In the case of the hydrogenated cottonseed oil, the 
experiments on lecithin were carried out several days later 
on the 7 rats which had developed diarrhea when cottonseed 
oil alone was fed. The data on the digestibility of various 
samples of cottonseed oil are summarized in table 3. 

The addition of lecithin considerably increased the digesti- 
bility of the cottonseed oil, particularly in the case of the 

TABLE 4 

Summary table of absorption rates of cottonseed oil, of 2 samples of hydrogenated 
cottonseed oil when fed (A) without or (B) with lecithin. 


FAT (A) AVER- 

WITHOUT "r,* DURA- AGE 

OR (B) WITH TIOH RAT 

LECITHIN S S WEIGHT 


AVERAGE FAT IN MG 


Fed 


Absorbed 

Recov 

ered 1 Per 100 cm 2 

Total per hr. 2 


m.d. : 

S.E.M.D . 3 


Cottonseed oil 


A 

11 

hrs. 

2 

gm 

135 

911 

693 

238 

47.8 ± 2.3 


B 

14 

2 

132 

908 

635 

292 

61.8 ± 3.7 

3.21 

A 

6 

3 

112 

705 

488 

237 

38.5 


B 

8 

3 

121 

835 

460 

395 

59.9 


A 

10 

Hydrogenated cottonseed oil 
3 200 864 601 

(m.p. 46 

293 

°C.) 

26.5 ± 1.8 


B 

10 

3 

204 

925 

476 

479 

48.9 ± 3.0 

3.56 

A 

11 

6 

169* 

775 

403 

402 

24.7 ± 2.0 


B 

9 

3 

207 

946 

323 

643 

36.7 ± 2.2 

4.12 

A 

9 

Hydrogenated cottonseed oil 
3 197 822 674 

(m.p. 54 °C.) 

178 18.0 ± 1.8 


B 

8 

3 

189 

837 

587 

280 

30.1 ± 2.8 

3.58 

A 

9 

6 

197 

836 

709 

157 

8.5 ±0.9 


B 

9 

6 

198 

870 

519 

381 

21.8 ± 1.5 

7.65 


1 Boes not include the correction for lipid content of fasting rats. The value 
used for the cottonseed oil tests was 20 mg, and for the hydrogenated cottonseed 

oil tests, 30 mg. 

* Including the standard error of the mean calculated by the formula V2d 2 /n/Vn 
where “d” is the deviation from the mean and (( n” is the number of observations. 

3 Mean Difference : Standard Error of Mean Difference of results on <e A” 
compared with “E.” When this value exceeds 3, the results- are considered 
significant. 
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highest melting sample. The low digestibility of the fat melt- 
ing at 63° C. is not to be ascribed to a failure of lipolysis but 
to the inability to absorb the stearate so formed. We have 
no evidence from our tests on how large a proportion of the 
material which was ether-soluble before acidification was 
neutral fat and how much represented the free fatty acid. 
The total stool weight was slightly lower in all cases with 
the lecithin-fed rats. 

The results of the absorption tests with cottonseed and 
hydrogenated cottonseed oils are recorded in table 4. 

DISCUSSION 

There would seem to be little doubt that the addition of a 
crude lecithin preparation to fat lessens the susceptibility to 
diarrhea in rats. This effect might be the resultant of a 
depressing action of some components of the crude lecithin 
on gastric or intestinal motility or secondly because it causes 
a more rapid rate of absorption whereby the quantity of fat 
present in the gut is sufficiently reduced to lessen the chance 
of an ensuing diarrhea. 

The present experiments indicate that the above effect is 
probably to be traced to an acceleration in the absorption rate. 
In the case of cottonseed oil the rate of increase in absorption 
is 29% at 2 hours and 56% at 3 hours. With the hydrogenated 
fat melting at 46° C., the results ar% equally striking, being 
85 and 49% at 3 and 6 hours, respectively. The increased ab- 
sorption rates for the higher melting fat (54°C.) containing 
lecithin are 67 and 156%, respectively, for the corresponding 
periods. 

There are several possible explanations as to why crude 
lecithin may increase the absorption rate. In the first place, 
it might be suggested that lecithin is preferentially absorbed 
from the fat-lecithin mixture at a faster rate than the balance 
of the fat. It is difficult to see how this could occur from the 
lecithin-fat mixtures which are entirely homogenous. More- 
over, if one assumes a 100% absorption of the lecithin in all 
4 series of tests with the hydrogenated cottonseed oil samples, 
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there still would be an additional absorption of the neutral 
fat in the lecithin groups over those experiments where leci- 
thin was not administered. In the cottonseed oil tests, the 
increase is approximately equivalent to the lecithin fed. 

Secondly, it may be argued that the lecithin can not be 
recovered from the gut by the flushing procedure with diethyl 
ether. In tests where the recovery of known amounts from 
the gastro-intestinal tract was tested by removing the gut 
immediately after the fat had been discharged into it, it was 
found that the averag-e recovery after cottonseed oil was 95.4 
and after cottonseed oil-lecithin mixture, 92.9%. 

Thirdly, it is possible that lecithin promotes absorption by 
increasing the speed and degree of emulsification. Such an 
effect could be explained either by an increased rate of ab- 
sorption of unhydrolyzed triglyceride due to increased emulsi- 
fication (according to the Partition Hypothesis of Frazer), or 
that an increased speed of the action of the lipolytic enzymes 
is possible because of the greater surface for their action. 

The action of lecithin in increasing digestibility must be 
related to its speeding up of absorption. With the large 
amount of fat available at one time in the intestine, it is im- 
possible for it to be removed from the gut at the very slow 
rate that absorption normally obtains before it has passed 
beyond the absorptive portion of the gastro-intestinal tract. 
Anything which will increase the rate of absorption during 
the interval that it is in the area where it can be absorbed 
will obviously improve the digestibility. 

SUMMARY 

The addition of lecithin to cottonseed oil or to a hydro- 
genated cottonseed oil markedly lowers the susceptibility to 
diarrhea caused by a large dose of these fats to rats. 

Fats containing one-sixth or one-fifth crude lecithin are 
absorbed more rapidly than a similar fat without any added 
phosphatide. 

It was found that hydrogenated cottonseed oil melting at 
63°C. had a digestibility of 24 in the rat; that melting at 
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54° C. was digested to the extent of 69% while that with a 
melting point of 46° C. had a digestibility coefficient of 84. 
These were increased by the addition of lecithin to 44, 83 and 
88%, respectively. 

A considerably larger portion of the lipid in all cases was 
excreted as soaps than as neutral fat plus fatty acids. 
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Fats and oils offer an excellent source of energy. Nearly 
all of the natural fats have been found to be from 93 to 98% 
digestible (Langworthy, ’23). The only exceptions found in 
the case of man are those with high melting points and those 
which contain irritants such as castor and croton oil. 

It has been suggested that an inverse relationship exists 
between the coefficient of digestibility and the melting point of 
the fat (Holmes and Deuel, ’21). The critical temperature 
above which there is a marked decrease in digestibility in man 
appears to be about 50° C. Thus, it was found that mutton fat 
(Langworthy and Holmes, ’15) and deer fat (Deuel and 
Holmes, ’22) are digested to an extent of only 88 and 81.7%, 
respectively. Hydrogenated fats (Holmes and Deuel, ’21) and 
blended hydrogenated fats (Deuel and Holmes, ’22) also have 
a lower digestibility in man when the melting point ex- 
ceeds 50° C. More recently it has. been stated by Mattil 

1 The data are from a thesis presented by Mary E. Crockett to the Graduate 
School of. The University of Southern California in partial fulfillmen of the re- 
quirements for the degree of Master of Science. 

2 Aided by a grant from Swift and Co. 
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and Higgins (’45) that the stearate content rather than 
melting point is the prime consideration in determining 
the completeness of digestibility. Inasmuch as the higher 
melting points of fat are usually associated with an increased 
proportion of tristearin, it is difficult to study these variables 
separately. 

The nutritive value of fat can also he established by deter- 
mining its rate of absorption from the gastro-intestinal tract. 
It is possible that a fat which is almost completely digested 
over a given length of time, might nevertheless have a slow 
rate of absorption through the intestinal wall. There are 
very little data at present on the rate of absorption of fats. 
Steenbock and others (’36) found a significant difference 
between the absorption rate of butter fat and coconut oil, 
whereas Deuel et al. (’40) found no consistent differences. 
This was probably due to the units employed for expressing 
rate of absorption. Deuel et al. (’40) found that uniform 
results were obtained when comparison of absorption rate 
was made on the basis of body surface area. 

The present experiments were designed to compare the 
digestibility of several of the commercially hydrogenated 
products in the rat with other natural fats and to determine 
whether a satisfactory digestibility occurs with a blended 
hydrogenated fat, namely bland lard. 3 The tests were made 
on rats since the digestibility of fats in this animal is par- 
ticularly effected by a high melting point. The tests were also 
designed to determine whether the rate of absorption is al- 
tered before the digestibility. A further discussion of the 
importance of terms “digestibility” and “absorption” as 
used in this laboratory is given in the earlier paper (Augur 
etal., ’47). 

EXPERIMENTAL AND RESULTS 

Digestibility and absorption experiments were carried out 
on a commercial margarine made from hydrogenated vegetable 

3 Bland lard is a blended hydrogenated fat composed of a mixture of lard 
hydrogenated to a high melting point and deodorized lard containing an anti- 
oxidant. 
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TABLE 1 


Summary table of digestibility of hydrogenated fats when fed to female rats in a 

diet at a level of 15%. 


DATA SUMMARIZED MARGARINE 

CRISCO 

BLAND 

LARD 

PRIME 

STEAM 

LARD 

HYDROGEN- 
ATED LARD 

HYDROGEN- 
ATED LARD 

Melting point, °C. 

34 

43 

48 

37 

55 

61 

Number of rats 

20 

20 

18 

16 

18 

20 

Average weight of 

rats, gin 

214 

207 

208 

229 

244 

■223 

Average gain, gm 

— 1 

+5 

+1 

+2 

—4 

—-6 

Average food 

eaten, gm 

72 

82 

85 

81 

90 

88 

Average fat 

ingested, gm 

10.7 

12.3 

12.8 

12.2 

13.5 

13.2 

Average weight of 
stools, gm 

4.40 

5.50 

5.86 

5.36 

10.0 

15.0 

Average fat excreted 

As neutral fat and 

fatty acids, gm 

0.24 

0.23 

0.34 

0.21 

0.58 

2.21 

As soaps, gm 

0.30 

0.38 

0.68 

0.48 

4.90 

8.89 

Average total fat ex- 

creted (corrected), 
gm 1 

0.31 

0.33 

0.72 

0.39 

4.94 

10.34 

Coefficient of 

digestibility 2 

97.0 

97.3 

94.3 

96.6 

63.2 

21.0 


±0.4 

±0.3 

±1.8 

±1.4 

±1.2 

±2.6 


1 Corrected for metabolic fat by multiplying weight of dried stools by 50.5 mg. 
3 Including the standard error of the mean calculated by the formula V 2d 2 /n/ V n 
where li d 9 ’ is the deviation from the mean and <{ n’ 5 is the number of observations. 


oils, Crisco, bland lard, 4 prime steam lard, 4 and lards hydro- 
genated to 55° and 61°C. 4 The diets and the methods of 
analyses were entirely similar to those employed in the 
previous study (Augur, Ro liman and Deuel, ’47). The tests 
were made on adult female rats from the University of 
Southern California colony. 

4 These fats were kindly furnished us by Swift and Co. The samples of hy- 
drogenated lard were prepared for us by Dr. K. Mattil of that organization. The 
authors wish to thank Mr. J. H. Lnekmann of The Best Foods, Ine., for checking 
the melting points. 
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Digestibility studies 

Sixteen to 20 digestibility experiments were made on each 
fat. The average results are summarized in table 1. 

There are no significant differences in the coefficient of 
digestibility between the fats with melting points less than 
55°C. The range is from 94.3% for bland lard to 97.3% 
for Crisco. The hydrogenated lards with a melting point of 
55 °C. and above show a marked decrease in digestibility. 
The weight of the stools increased with the increase in melting 
point. The lack of digestibility of the hydrogenated lards is 
not due to a failure of lipolysis but to the inability to absorb 
the palmitate and stearate formed from this action. 

Absorption tests 

The average results of the absorption studies are given in 
table 2. The rats were fed the same fats as used in the digesti- 
bility studies. No tests were possible on the hydrogenated 
lard melting at 61° 0 . since the temperature of the liquid phase 
was high enough to cause injury. No accurate method of feed- 
ing it as an emulsion was found whereby a quantity compar- 
able to that of the other fats could be fed. 

DISCUSSION 

Margarine, Crisco, prime steam lard and bland lard have 
all been shown to be practically completely digestible in the 
rat and to compare favorably with natural fats and oils in 
which the melting point is below 50°C. The value for mar- 
garine is identical with that recently reported in human sub- 
jects (Deuel, ’46) and that for prime steam lard is almost 
identical with that found by Langworthy and Holmes (’15) 
in man. As would be expected, the hydrogenated lard samples 
melting at 55°C. and 61°C. were much less digestible than 
other fats. In experiments on man, practically no decrease 
in digestibility obtained with hydrogenated vegetable fats 
melting at 50° C. (Holmes and Deuel, ’21) but with rats only 
a 63% utilization occurred. In fact, with hydrogenated fats 
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melting as high as 52.4°C. (Deuel and Holmes, ’22), the lowest 
digestibility found with man was 79. 

The discrepancy between the results on man and the rat 
may be a species difference. Herbivora digest high melting’ 
fats much less satisfactorily than omnivora or carnivora 
(McCay and Paul, ’38) but are able to utilize castor oil as 
well as other fats (Paul and McCay, ’42). On the other hand, 
the variation may he due to the technic employed. In the tests 
on human subjects, the feces were extracted with diethyl ether 
without acidification whereby only the neutral fat and free 
fatty acids would be recovered. Any fatty acid in the form 
of soap would be lost. In the present tests after extraction 
of the neutral fat and fatty acids, the residue was acidified 
and reextracted with diethyl ether whereby the fatty acids 
formed from the soaps would then be extracted. While the 
quantity present as soap is very small in the stools after such 
completely digestible fats as margarine, Crisco, and the two 
lard samples were fed, it amounted to 4 to 6 times the quantity 
of undigested neutral fat plus free fatty acid when the hydro- 
genated lards were fed. With the exception of Hoagland and 
Snider (’43), the previous investigators have not generally 
taken the soaps into account. It is possible that if the tests 
on humans are made using a similar technic, a considerable 
amount of soap might be found with the high melting fats 
and a g'reatly decreased digestibility would be demonstrated. 

The failure in absorption of the high melting fats can- 
not be due to the inadequacy of lipolysis. The fatty acids set 
free far exceed that required to produce a satisfactory emul- 
sion (when combined with monoglyceride and bile salts) 
according to the Particulate Hypothesis of Frazer (’46). 
It is possible that emulsification is incomplete with the high 
melting fats or that the fat particles may be too large to be 
absorbed through the intestinal mucosa. The improved util- 
ization of hydrogenated cottonseed fat when lecithin is mixed 
with it is demonstrated by Augur et al. (’47) may be the 
result of improved emulsification with increased absorption of 
neutral fat. 
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The high digestibility of the bland lard which contains a 
portion of the completely hydrogenated lard indicates that 
the digestibility of high melting fat is considerably increased 
when fed as a component of a blended fat having a melting 
point in the physiological range. It is similar to the results 
obtained on human subjects with blended fats (Deuel and 
Holmes, ’22) although no account was taken in these earlier 
tests of the possible excretion of fat as soaps. 

There is a decrease in rate of absorption of the hydro- 
genated lard melting at 55 °C. compared with the lower melting 
fats which is proportional to the decrease in digestibility. Thus 
the decrease in absorption rate for the hydrogenated lard 
(m.p. 55°C.) compared with prime steam lard was 41% while 
the digestibility was lowered by 35%. 

There was no diarrhea resulting from the feeding of rats 
diets containing- 15% of the different fats over a 10-dav 
period. Also no diarrhea occurred in the absorption tests. 
In the digestibility tests, the rats appeared to be normal at 
the end of the experiment and no upset in nutritional condi- 
tion was noted. 

SUMMARY 

1. The digestibility of various fats has been studied. The 
digestibility coefficients obtained were margarine (m.p. 34°C.), 
97.0; Crisco (m.p. 43°C.) 97.3; prime steam lard (m.p. 37°C.), 
96.6; bland lard (m.p. 48°C.), 94.3; hydrogenated lard (m.p. 
55°C.), 63.2; and hydrogenated lard (m.p. 61°C.), 21.0. 

2. There was no evidence that any fat produced any ab- 
normal physiological effect, such as diarrhea. 

3. The rates of absorption for 3 hours, expressed in mg 
per 100 cm 2 per hour, were : margarine, 37.7 ; Crisco, 37.1 ; 
prime steam lard, 35.6; bland lard, 34.5; hydrogenated lard 
(m.p. 55° C.), 21.6. The values obtained for 6 hours were : mar- 
garine, 34.7 ; Crisco, 34.3 ; prime steam lard, 38.3 ; bland lard, 
31.4; hydrogenated lard (m.p. 55°C.), 21.6. 

4. A large proportion of the undig-ested fat in the tests 
with the hydrogenated lards was excreted in the form of soaps. 
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The literature on the availability of calcium in vegetables 
has been reviewed briefly by Fincke and Sherman (’35) and 
Fincke (’41). Most of this work has been carried out either 
by balance studies on human beings or by deposition experi- 
ments using weanling albino rats with the comparison of the 
utilization of a given foodstuff to that of milk. 

The availability of dietary calcium, in foods other than 
dairy products, assumes a far greater importance in those 
regions with a negligible dairy industry such as the Far East 
where the authors have been for several years. One of us, 
Bendana-Brown, was studying the availability of calcium in 
various Philippine foodstuffs in Manila from 1938 until the 
capture of the city in January, 1942. Preliminary results by 
Bendana-Brown and Geronimo 1 (’41) showed that the cal- 
cium of pechay, a Philippine vegetable similar to Chinese or 
celery cabbage with a high calcium content (about 1% when 
dried), had an availability of 75 to 90% of that of dried skim 
milk, and that soy bean curd cheese (tokua) had an availa- 
bility of about .80 to -90% of that of dried skim milk when 
tested by the rat deposition method of Fincke and Sherman 
(’35) at a dietary calcium level of 0.26%. Rung, Yeh and 
Adolph (’38), feeding rats at a dietary level of 0.10% cal- 

1 Killed in the reo'ecnpation of Manila in February, 1945. 
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eium, found 95 to 99 % utilization of the calcium of celery 
cabbage while Kao, Conner and Sherman (’ 38 ) found a value 
of about 80 % when half of the calcium of the milk diet was 
replaced by the calcium of Chinese cabbage at a dietary 
calcium level of 0.26 to 0.28%. Adolph and Chen (’ 32 ) work- 
ing with 3 Chinese adults in balance experiments, found that 
soy bean curd was approximately equal to milk as a source 
of calcium. Potgieter (’40a, ’40b), in Hawaii, found that a 
diet in which 97 % of the calcium was furnished by taro was 
well utilized by both women and growing rats. Potgieter 
(’40a), using rats in paired feeding experiments with 
Ca(H 2 P0 4 ) 2 -H 2 0 as a control and feeding at levels of dietary 
calcium below 0.10% with taro furnishing 97 % of the dietary 
calcium, found that 82% of the taro calcium and 88% of the 
inorganic salt calcium was utilized. The same author (’40b), 
testing 1 Caucasian woman and 1 Japanese woman, found 
that the latter would maintain calcium balance on a lower 
calcium level than the former. However, Steggerda and 
Mitchell (’46) have shown a considerable normal variation 
(23%) in the calcium metabolism and requirements of normal 
Caucasian adults. Lunde and Lie (’40) and Basu, De and 
Basak (’42) have found that the calcium of the bones of 
small fish possesses about the same availability as that of 
milk. MacDonald and Bose (’42), have found that egg shells 
are beneficial to rats fed on a diet similar to that eaten by the 
poor Indian population. In the Santo Tomas Internment 
Camp in Manila, during the Japanese occupation, a number 
of us supplemented our meager rice and corn diet with pul- 
verized egg shells partially dissolved in vinegar. Basu, Basak 
and De (’42) found that when 6 betel nut leaves were chewed 
with lime (a portion of a betel nut plus the rolled leaves and 
a portion of slaked lime and often some tobacco are all 
chewed together producing a blood red sputum which stains 
the lips and teeth), calcium equivalent to 10 oz. of milk 
was available and that the calcium so obtained was well re- 
tained and utilized. In the Philippines this habit is widely 
practiced and considered to be of particular value during 
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pregnancy. Kelly (’43) lias found for rats utilization values 
of 80% to 86% for milk, 37% for beet greens, 70% for Swede 
turnips, 80% for Savoy cabbage, and 76% for parsnips. 
Eighty-six per cent of tbe calcium intake in these experiments 
was derived from the test food which was fed fresh, raw, and 
uncooked at a suboptimal level. Breiter, Mills, Rutherford, 
Armstrong and Outhouse (’42), in balance experiments with 
4 men and 3 women, found utilization values of from 0.0 to 
35.5% (average 13.4%) for the calcium from carrots. These 
same subjects had previously been used by Breiter, Mills, 
Dwight, McKay, Armstrong and Outhouse (’41) for similar 
experiments with milk where the values obtained were appre- 
ciably higher in 5 of the 7 cases. 

The authors felt that a more rapid method of biological 
determination of the relative utilization of calcium of various 
sources would be of value. In an effort to bring’ this about, the 
following work with albino mice -was undertaken. We wish 
to express our sincere appreciation to Prof. H. B. Lewis and 
his staff for facilities and advice during our work which was 
terminated by the necessity of an early return to Manila. 

EXPERIMENTAL 

The method used is based on that introduced by Fincke and 
Sherman (’35) for rats. Albino mice were weaned at 18 to 
21 days of age and placed on the various experimental diets, 
the composition of which is given in table 1. The diets for a 
given experiment were all prepared at the beginning of the 
experimental period and a sample of each was ashed and 
analyzed for calcium. 

Litter mates of the same sex were used in the comparison 
of the various diets. The animals of each litter group were 
placed on the diets as indicated in the tables and one or more 
of each litter were killed at the beginning of the experiment 
for calcium analysis as a base line control of the calcium 
content of that litter at the beginning of the feeding period. 
The median weight mouse in each litter was used for the base 
line control and the one nearest to it in weight served as the 
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experimental control on the basic 20% dried skim milk diet 
(diet M-2a). The mice were kept in individual metabolism 
cages with raised screen bottoms. Records were kept of the 
food consumed. The experiments were continued until the 
animals doubled or tripled their initial weights which was in 
general at about 40 days of age or after a feeding period 
of 18 to 21 days. They were then killed with chloroform 

TABLE 1 


Percentage composition and calcium content of the experimental diets . 1 


DIET 
. NO. ■' 

GROUND 

POLISHED 

RICE 

DRIED 

SKIM MILK 

CORN 

STARCH 

DEHYDRATED DEHYDRATED 
CARROTS CABBAGE * 

CALCIUM 

CONTENT 






% 

M-2 

65 

20 

1 


0.279 

M-3 2 

65 

15 

5.5 


0.281 

M-4 3 

65 

10 

10 


0.280 

M-5 

60 

25 

1 


0.343 

M-6 2 

65 

20 

0.5 


0.345 

M-2a 

65 

20 



0.280 

Cab-1 

47 

10 


28 

0.276 

Cab-2 

52 

13 


20 

0.281 

Cab-3 

57 

16 


12 

0.282 

C-3 

34 

13 


38 

0.278 

M-3b 

70 

15 



0.222 

M-4b 

75 

10 



0.172 

M-5a 

60 

25 



0.343 


addition to the constituents listed, all diets contained 1.5% sodium chloride 
(C.P.)> 0.5% of dried beef liver (prepared in this laboratory), 2% of dried yeast 
powder (Mead Johnson), 2% of cod liver oil and 9% of corn oil (8% in diets M-2 
to M-6, inclusive). 

2 0.5% of calcium lactate added. 

3 1.0% of calcium lactate added. 

and the bodies, minus the digestive tract, were ashed in plat- 
inum dishes and analyzed for calcium by the A.O.A.C. volu- 
metric method ( ’40) with minor modifications. 

In order to minimize the labor involved and to obtain the 
most consistent results, it was found advisable to provide a 
5-oz. wide mouth bottle for each experimental animal and to 
weigh into this at the beginning of the experiment the food 
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for the entire period, usually about 60 gm. These bottles were 
kept in the refrigerator and food was transferred to the food 
cups daily and mixed with water to a paste which almost en- 
tirely eliminated scattering. With a little practice, it was 
possible to adjust the amounts of food dispensed daily so that 
little or none remained and the over-all labor saved was con- 
siderable. Since the only weighings of food necessary were 
those at the beginning and the end of the experiment, it was 
possible to feed 25 to 30 experimental animals in 30 to 40 
minutes daily. 

The cabbage and carrots used were dehydrated vegetables 
obtained for us by Prof. H. B. Lewis through the courtesy of 
Major George Berryman of the Chicago Medical Nutrition 
Laboratory of the Armed Service Forces and Colonel John 
B. Youmans. Each vegetable and the mixed diets were 
analyzed for calcium, all materials being finely ground and 
mixed thoroughly before sampling for analysis. 

DISCUSSION AfTD RESULTS 

In planning our diets (table 1), it seemed advisable to use 
diets which could be easily reproduced either in this country 
or in the Philippines for future work. This made it desirable 
to replace whole wheat with polished rice. Rice had the further 
advantage of being very low in calcium (0.009%) so that the 
amount of rice could be varied without materially affecting 
the calcium content of the diet. The previous work of Fincke 
and Sherman (’35) shows that, when rather large amounts 
of dried vegetables are used, the protein content of the ex- 
perimental diets often exceeds that of the skim milk control 
diet. The replacement of the corn starch of the Fincke and 
Sherman diet with rice of 8% protein content tends to give 
control and experimental diets of a more nearly equal protein 
content. 

As there were no available data on mice, an attempt was 
made in the first experiments to determine whether or not 
the procedure of feeding a 20% dried skim milk diet as a 
control and replacing one-half of the milk with an equivalent 
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amount of calcium from the source to be tested, as the Sher- 
man group have done with rats, was applicable to this other 
species. It was felt that a study of the utilization of calcium 
at various levels of milk intake, similar to those to he used 
in the experimental work and balancing the calcium levels 
with a readily available source such as calcium lactate, would 
he a valuable test. Five litters of albino mice were used, 1 
anim al of each litter was killed as a measure of the calcium 
content of the mice in its respective litter and 1 mouse of 


TABLE 2 

The effect of varying levels of intake of calcium and dried skim milk on the 
utilisation of dietary calcium in weanling male albino mice. 1 



DIETS 


POOD 

INTAKE 

GAIN IN WEIGHT 

CALCIUM 

No. 

Dried 
skim milk 

Calcium 

Total 

Per gm 
of food 

Increment 

Utilization 

factor 


% 

% 

gm 

gm 

gm 

mg 

\ % 

M-2 

20 

0.279 

49.7 

10.2 

0.21 

83 

61 ± 3.1 2 

M-3 

15 s 

0.281 

51.3 

10.6 

0.20 

83 

58 ± 2.2 

M-4 

10 4 

0.280 

59.3 5 

10.2 5 

o 

88 

54 ± 2.0 

M-5 

25 

0.343 

50.1 

9.2 

0.19 

86 

51 ± 3.1 

M-6 

to 

o 

0.345 

48.9 

10.6 

0.22 

86 

52 ± 2.5 


1 The values for diets M-2, M-3 and M-4 represent averages of 5 animals ; those 
for diets M-5 and M-6, averages of 4 animals. 

2 Probable error of the mean. 

3 0.5% of calcium lactate added. 

4 1.0% of calcium lactate added. 

,J Data, from 1 animal (<3--3) that ate much less than the others and gained only 
2.3 gm are excluded. 

each litter was placed on each diet. Dried skim milk, at levels 
of 10, 15, 20 and 25% was fed and the calcium level of the 
diets containing 10 and 15% was balanced at those of 20 and 
25% dried skim milk by adding the necessary amounts of 
calcium lactate as shown in table 2. The animals on the 10% 
skim milk plus calcium lactate made similar gains to those on 
the 20% dried skim milk but did not make quite as efficient 
use either of the total food or of the ingested calcium, showing 
an average gain per gm of food eaten of 0.17 gm and a utiliza- 
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tion of 54 ± 2.0% as compared with 0.21 gru and 61 ± 3.1%, 
respectively, for the mice on the 20% dried skim milk diet. 
This difference in utilization was only of a very slight statis- 
tical significance. We, therefore, felt justified in the use of 20 
and 10% levels of dried skim milk, the levels commonly used 
in rat experiments of this type. It is desired to call attention 
to the slightly poorer utilization of calcium at the higher 
level of intake, 51 ± 3.1% at 0.343% calcium intake as against 
61 ± 3.1% at the 0.279% level. While these differences are 
slight, it is believed that they are significant as is further 
shown in table 3. 

TABLE 3 


The utilisation of dietary calcium by weanling male albino mice at various 

intake levels . 1 



DIETS 


FOOD 

INTAKE 

GAIN IN WEIGHT 

CALCIUM 

No. 

Dried 
skim milk 

Calcium 

Total 

Per gm 
of food 

Increment 

Utilization 

factor 


% 

% 

gm 

gm 

gm 

mg 

% 

M-5a 

25 

0.343 

40.2 

8.4 

0.21 

61 

45 ± 1.1 1 

M-2a 

20 

0.280 

43.6 

10.4 

0.24 

80 

66 ± 1.8 

M-3b 

15 

0.222 

42.9 

9.7 

0.23 

74 

77 ± 2.0 

M-4b 

10 

0.172 

41.4 

9.3 

0.22 

61 

86 ± 3.7 


1 All values are averages of results with 5 mice. 

2 Probable error of the mean. 


The utilization of the calcium of dehydrated carrots and 
cabbage was tested at several levels of intake. In a prelimi- 
nary experiment (not shown in the tables) with animals 
of 30 days of age instead of the usual 20 days, utilizations 
of 38 ± 0.7 % for 6 mice from 3 litters on the 20% dried skim 
milk diet at a calcium level of 0.28% and for 7 mice on the 
carrot diet an average of 32 ± 1.2% at an average level of 
0.22% calcium intake were obtained. Because of the low calcium 
content of the dried carrots a very high percentage of carrots 
(over 50% of the diet) was necessary to replace 10 gm of 
dried skim milk calcium. This high proportion of carrots in 
the diet was not well tolerated by the mice. Therefore, in 
subsequent experiments (table 4), various levels of the vege- 
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tables were used. With the cabbage 10, 7 and 4 gm of the dried 
skim milk and with the carrots 7 gm instead of the usual 10 gm 
were replaced by the vegetable calcium. 

The results (table 4) with the carrots bore out the general 
idea of the preliminary experiment that calcium of carrots 
is not as well utilized as milk calcium. Statistically this dif- 
ference (43 as compared with 58%) proved definitely signifi- 
cant and it is felt that for mice, carrots are a poorer source 
of calcium than is milk. McOluggage and Mendel ( ’18) with 

TABLE 4 

The utilisation of dietary calcium of weanling male albino mice 1 on diets con- 
taining 20% dried shim milk compared to the utilisation on similar diets in which 
from 20 to 50 % of the milk calcium is replaced by the calcium of dehydrated 
cabbage or carrots. 



DIETS 


FOOD 

INTAKE 

GAIN 

IN WEIGHT 

CALCIUM 

No. 

Dried 
skim milk 

Dehy- 

drated 

vege- 

tables 

Total 

Per gm 
of food 

Increment 

Utilization 

factor 


% 

% 

gm 

gm 

gm 

mg 

% 

M-2a 

20 


45.9 

10.4 

0.23 

74 

58 ± 1.0 2 

Cab-1 

10 

oo 

C4 

53.3 

10.0 

0.19 

66 

45 ±1.0 

Cab -2 

13 

20 s 

56.5 

11.3 

0.20 

75 

48 ± 0.8 

Cab-3 

16 

12 3 

55.1 

12.1 

0.22 

77 

50 dr 1.5 

C-3 

13 

38 4 

49.1 

8.6 

0.17 

58 

54 ± 0.4 


*A11 values are averages of 5 mice. All diets contained 0.28% calcium. 

3 Probable error of the mean. 

3 Cabbage. 

4 Carrots. 

dogs, Shields, Fairbanks, Berryman and Mitchell (’40) with 
growing rats, and Breiter, Mills, Rutherford, Armstrong and 
Outhouse (’42) with adult humans, have also found this to be 
true. On the other hand, Rose (’20) and Edelstein (’32), 
working with adult humans and children, respectively, found 
carrots highly effective in maintaining calcium balances. 

The generally lower utilization in the preliminary experi- 
ment of both milk (38 against 58%) and carrots (32 against 
43%) is probably largely due to the differences in ages for as 
discussed later mice tend to show a poorer utilization of cal- 
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eium of cabbage as tbe age increases. The fact that the dif- 
ference between the utilization of carrot and milk calcium in 
the preliminary experiment (32 against 38%) was much less 
than in the subsequent experiment of table 4 (43 against 58 %) 
is due, at least in part, to the difference in the levels of dietary 
calcium, which as shown in table 3 significantly affects utili- 
zation values. 

The dehydrated cabbage was fed at 3 levels of 12, 20 and 
28% replacing 4, 7 and 10 gm of the 20 gm of skim milk,, 
respectively. The utilization values of 50, 48, and 45% as 
against 58% for milk (table 4) show a definitely lower util- 
ization of cabbage calcium. Also, as expected, a progressively 
lower utilization was observed as the per cent of milk replaced 
was increased. At the 13% dried skim milk level, the values 
of 43 ± 0.4% for carrots and the 48 ± 0.8% for cabbage show 
a slightly better utilization of cabbage calcium as compared 
to that of carrots. Kelly (’43) found that in the rat, Savoy 
cabbage calcium was 80% utilized as against 86% for milk, 
but fed both at relatively low levels of calcium intake. 

A further attempt was made to investigate the apparent 
difference of utilization at various calcium levels noted pre- 
viously (table 2). Four litters of mice were used as before 
except that 2 mice from each litter were killed as base line 
controls of initial calcium content. Four diets containing 10, 
15, 20 and 25% dried skim milk were fed. The percentage 
utilization is inversely related to the calcium intake, as table 
3 clearly shows. 

A further attempt was made to check the previous obser- 
vation that the age of the mice was an important factor in the 
percentage utilization of dietary calcium. As a few females 
were available, it was also decided to see if there were appre- 
ciable sex differences in utilization. Weanling mice from 2 
litters (T and U) fed diet Cab-3 with a calcium content of 
0.28% were used. The first group of males, T-2, T-3 and U-3, 
were killed after 12 days and showed utilization values of 61, 
56 and 62%. The other males, T-4, and IT-1, were killed after 
24 days of feeding and showed values of 54 and 51% utilize- 
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tion. Five males on this same diet (Cab-3) in a previous ex- 
periment (table 4) bad shown an average value of 50 ± 1.5% 
over a 20-day period which is considered a good check between 
the 2 different experiments. The 2 females, T-l and U-2, were 
killed after 24 days and showed slightly lower values of 46%. 

TABLE 5 


The calcium content of albino mice 1 under various conditions. 


NO. OF 
. MICE . 

SEX 

AGE 

TOTAL 

WEIGHT 

BODY CALCIUM 

REMARKS 



days 

gm 

mg 

% 


5 


0-1 

5.3 


0.292 

newborn 

2 


15 

10.3 


0.577 

sucklings 

30 

M 

19-22 



0.70 ± 0.008 

weanlings 

9 

F 

21-22 



0.70 ± 0.017 

weanlings 

6 

M 

31 



0.76 ± 0.009 

1 week on 20% dried 







skim milk diet. 

16 

M 

40 



0.73 ± 0.007 

3 weeks on 20% dried 







skim milk diet. 

6 

M 

56 



0.70 ± 0.005 

5 weeks on 20% dried 







skim milk diet. 

4(3F) 


21 



0.64 ± 0.007 

weanlings of litter X 

10 (4F) 


22 



0.70 ± 0.006 

weanlings of litter W 

4 

F 

22 



0.69 ± 0.007 

weanling females of 







litter W 

6 

M 

22 



0.70 ± 0.007 

weanling males of lit- 







ter W 

1 

F 

120 

24.7 

198.0 

0.802 

adult had just weaned 







4 mice. 

1 

F 

120 

28.4 

211.5 

0.745 

adult had weaned 6 







mice 1 week before. 

1 

F 

120 

29.1 

229.6 

0.788 

adult had weaned 7 







mice 1 week before. 

1 

F 

120 

23.0 

230.8 

1.003 

adult ate litter 3 







weeks before. 

1 

F 

120 

23.9 

239.7 

1.002 

adult ate litter 3 







weeks before. 

1 

M 

120 

23.0 

230.0 

1.000 

adult male. 

1 

M 

120 

24.7 

249.6 

1.010 

adult male 


1 All animals after weaning had been on the basic 20% powdered skim milk diets 
(nos. M-2, M-2a). 
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Admittedly the number of animals used here is too small to 
show other than trends. However, the values are consistent 
and do bear out the observations in earlier experiments. 

Table 5 includes data on the calcium content of albino mice 
at various ages. In general, the total content and percentage 
of calcium in the body increases from birth to adult life as 
Sherman and MacLeod (’25) and Briwa and Sherman (’41) 
found for rats. However, the data fail to show a significant 
sex difference for mice such as these authors found with rats. 

SUMMARY AND CONCLUSIONS 

The technique of the Sherman group for the determination 
of available calcium in vegetables using rats has been adapted 
to albino mice and, for our purposes, is considered to be su- 
perior as it results in a marked saving of space, time, mater- 
ials and money in routine investigations of the availability 
of calcum of foodstuffs. 

Litters of weanling albino mice at 20 days of age, in litter 
mate comparisons, were fed diets in which nearly all of the 
dietary calcium was derived from dried skim milk. The utili- 
zation values obtained were compared to those of similar diets 
in which up to one-half of the milk calcium was replaced by 
that of dehydrated vegetables, i.e., cabbage and carrots. 

The mice utilized 45 ± 1.0% of the dietary calcium from 
the cabbage diet when one-half of the dried skim milk calcium 
was replaced by cabbage calcium as compared with a utiliza- 
tion of 58 ± 1.0% of the calcium from the control (20% dried 
skim milk) diet. When only 35% of the milk calcium was 
replaced by the vegetables tested, calcium utilizations of 
48 ± 0.8% were obtained for the cabbage diet and 43 ± 0.4% 
for the carrot diet as compared with 58 ± 1.0% for the con- 
trol diet. 

The utilization of milk calcium v r as found to vary from 
45 ± 1.1% at a 25% dried skim milk level (0.34% dietary 
calcium) to 86 ± 3.7% at a 10% skim milk level (0.17% 
dietary calcium). 
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There appeared to be a tendency for poorer utilization of 
dietary calcium as the age of the mice increased. A slightly 
poorer utilization by females was noted in the case of 2 females 
tested. 

The data on total calcium content of albino mice showed 
values of about 0.3% at birth rising steadily to a little over 
1% in adults, with no appreciable variation due to sex. 

It was also apparent that weanling mice show a definitely 
lower utilization of dietary calcium than do weanling rats at 
a similar intake level. 
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INTBODUCTION 

The presence of amino acids in human urine has been recog- 
nized for many years but there has been relatively little 
information on the individual acids, largely because no suit- 
able analytical methods were available for the quantitative 
determination of small amounts of these substances in complex 
mixtures. In the present study diets of known composition 
were fed to human subjects, and the urine collected was 
analyzed for 16 amino acids by established microbiological 
techniques (Schweigert et ah, ’44; Greenhut et ah, ’46; Mc- 
Mahan and Snell, ’44). 

EXPEBIMENTAL 

The diets were part of a large series designed to reveal 
differences in the biological availability of protein from soy 
beans at different stages of maturity and prepared in various 
ways. The general procedure was the same as that used by 
Murlin and coworkers (’38). Four human subjects (college 
women) consumed diets in which 80% of the total nitrogen 
was supplied by mature dried soy beans or by eggs, the 

1 Published with the approval of the Director of the Wisconsin Agricultural 
Experiment Station. Supported in part by grants from the Wisconsin Alumni 
Research Foundation and the Jonathan Bowman Cancer Fund. 
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‘ ‘ reference protein. ’ ’ The soy beans were prepared by soaking 
over night and boiling for 60 minutes, or by autoclaving at 
110 °C. for 30 minutes. The protein level of the diets supplied 
5% of the total calories and the remaining calories were divided 
equally between carbohydrate and fat. Food furnishing approx- 
imately 45 cal. per kg of body weight was consumed daily. The 
daily intake of 3 of the 4 subjects is indicated in table 1. 
These subjects weighed an average of 64 kg; the fourth sub- 
ject weighed only 56 kg and received 87% as much nitrogen 
as the others. 

TABLE 1 


Composition of diets consumed daily. 


COMPONENT 

DIET I 

DIETS 

II AND III 


gm 

gm 

Egg 

216 


Mature dried soy beans 


77 1 

Butter 

49 

59 

Sucrose 

114 

101 

Cream 

107 

107 

Cornstarch 

75 

75 

Crisco 

30 

30 

Karo 

28 

28 

Lettuce 

100 

100 

Carrots 

50 

50 

Grapefruit juice 

200 

200 

Applesauce 

150 

150 

Lactose 

70 

70 

Salad oil 

10 

10 

Gm of nitrogen 

5.17 

5.13 


1 Diet II contained boiled soy beans ; the soy beans in diet III were autoclaved. 


The subjects consumed the diets for periods of 6 days each 
in the following sequence: egg protein diet I; boiled mature 
soy protein diet II ; egg protein diet I ; autoclaved mature soy 
protein diet III. Routine determinations of nitrogen balance 
were made throughout each of the experimental periods. The 
urine samples analyzed for amino acids were those collected 
on the sixth day of each of the last 3 dietary periods. The 
specimens from individual subjects were preserved under 
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toluene and HC1, and the total daily urine was diluted to 
1500 ml, adjusted to a pH of 7, and then 15 ml were further 
diluted to 100 ml for the microbiological assays. Amino acids 
(tables 2-4) were then determined with Lactobacillus 
arabinosus, Leuconostoc mesenteroides, or Streptococcus 
faecalis JR by methods previously employed on urine from 
experimental animals (Sauberlich and Baumann, ’46). 

RESULTS 

The subjects were in good health on all diets. They main- 
tained their weights and remained in nitrogen equilibrium 
for the second and third experimental periods although they 
went into negative nitrogen balance during the fourth period 
when autoclaved soy protein was fed (Steele, ’46). An average 
of 5.13 gm of nitrogen was consumed daily during the latter 
period, while the average loss of nitrogen per day was 5.77 gm 
(5.31-6.26). 

Fourteen of the 16 amino acids determined were found 
in most of the specimens of urine analyzed (tables 2 to 4). 
Leucine was always absent from the urine when the egg pro- 
tein or the boiled soy bean protein was fed, but on the auto- 
claved soy bean diet, on which the subjects were in negative 
nitrog’en balance, some leucine appeared in the urine of all 
subjects. Aspartic acid was never present in microbiologically 
available form in any of the specimens of urine. Occasional 
samples of urine were also devoid of isoleucine, lysine, or 
proline, although these latter amino acids were usually pres- 
ent and the average excretion of proline was one of the highest 
of all acids when expressed as the percentage of that ingested 
appearing in the urine. There were no significant variations 
in the excretion of amino acids by the different subjects nor 
did there appear to be any consistent relationship between the 
amounts of the different amino acids ingested and the amounts 
excreted in the “free” form in the urine. The most abundant 
amino acids in the egg diet were leucine, aspartic acid, and 
glutamic acid, and 2 of these did not appear in the urine as 
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TABLE 2 


Urinary excretion of amino acids Ijy 4 human subjects investing egg protein. 


AMINO ACIDS 
INGESTED DAILY 


AMINO ACIDS EXCRETED 
DAILY 

PERCENTAGE OP INGESTED 
AMINO ACIDS EXCRETED 


Range 

Average 

Range 

Average 


gm 

mg 

mg 

% 

% . . 

Arginine 

1.99 

3.5- 5.0 

4.4 

0.17- 0.26 

0.22 

Aspartic acid <2) 

3.38 

0.0 

0.0 

0.0 

0.0 

Cystine 

0.57 

70.7-81.3 

76.2 

11.78-16.12 

13.40 

Glutamic acid <1J 

3.32 

30.0-93.0 

61.0 

0.86- 2.79 

1.84 

Histidine 

1.12 

51.4-84.0 

74.6. 

4.44- 8.30 

6.68 

Isoleucine 

1.59 

0.0- 5.0 

5.0 

0.00- 0.30 

0.31 

Leucine 

5.37 

0.0- 

0.0 

0.00 

0.00 

Lysine 

1.79 

0.0- 6.0 

1.5 

0.00- 0.32 

0.08 

Methionine 

0.98 

0.8- 4.3 

2.4 

0.10- 0.52 

0.25 

Phenylalanine 

1.69 

3.2- 8.0 

4.9 

0.18- 0.45 

0.29 

Proline (1> 

0.92 

0.0-20.0 

7.0 

0.00- 2.08 

0.51 

Serine <2) 

2.88 

13.0-33.0 

27.0 

0.44- 1,16 

0.95 

Threonine 

1.42 

21.0-27.0 

24.9 

1.68- 1.82 

1.75 

Tryptophane 

0.48 

5.8- 8.2 

7.5 

1.16- 1.83 

1.56 

Tyrosine 

1.51 

13.0-25.0 

16.5 

0.82- 1.91 

1.10 

Valine 

1.35. 

4.4-11.5 

7.3 

0.31- 0.82 

0.55 


/Average ingestion for the 4 subjects. The amounts of amino acids ingested 
daily were calculated from the percentages of amino acids in eggs as published in 
Bloch and Bolling ( 5 45), except those marked a) which are from Jacobs, M., Food 
and Food Products, vol. 1 ( ? 44) and those marked <2) which were determined in 
this laboratory. 

“free” 3 acids, while only 61 mg of the 3324 mg of glutamic 
acid ingested daily was excreted free in the urine. The most 
abundant amino acids in the urine were cystine and histidine, 
neither of which was particularly abundant in any of the 
diets fed. 

3 The term “free” amino acid is used to indicate those forms of the acid 
available to the species of microorganism used in the assay. This would include 
the amino acids in certain peptides, such as leueyl glycine which can satisfy the 
needs of the organism for these amino acids (Kuiken ef ah, 7 43), although the 
amino acids of many other peptides do not appear to be microbiologieally avail- 
able (Lewis and Olcott, M=5). 
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Expressed as the percentage of ingested amino acid ex- 
creted in microbiologically available form, wide differences 
were observed between the different amino acids. Thus on the 
egg diet the percentage of ingested leucine and aspartic acid 
excreted was 0.0% and it was less than 0.5% for arginine, iso- 
leucine, lysine, methionine, and phenylalanine. On the other 
hand, 13.4% of the ingested cystine appeared in the urine and 
6.8% of the ingested histidine. These latter 2 amino acids 
were also the most abundant in the urines excreted on the 
soy bean diets (tables 3 and 4). 

TABLE S 


TJrinary excretion of amino acids by 4 human subjects ingesting protein of 

toiled soy beans , 


AMINO ACIDS 

i 

AMINO ACIDS EXCRETED 
DAILY 

PERCENTAGE OF INGESTED. 
AMINO ACIDS EXCRETED 



Range 

Average 

Range 

Average 


ffm 

mg 

mg 

% 

% 

Arginine 

1.67 

4.5- 5.5 

5.1 

0.23- 0.37 

0.36 

Aspartic acid <3) 

3.98 

0.0 

0.0 

0.00- 

0.00 

Cystine 

0.20 

66.6-72.9 

68.7 

31.80-37.20 

34.00 

Glutamic acid <2) 

4.32 

25.0-44.0 

33.2 

0.56- 1.16 

0.76 

Histidine 

1.06 

55.9-87.5 

73.2 

5.14- 8.10 

6.92 

Isoleucine 

1.42 

0.0-10.0 

4.5 

0.00- 0.68 

0.32 

Leucine 

2.05 

o' 

0 

1 

o 

o 

0.0 

0.00 

0.00 

Lysine 

1.62 

0.0- 6.0 

3.0 

0.00- 0.41 

0.37 

Methionine 

0.63 

0.7- 4.5 

2.5 

0.12- 0.71 

0.40 

Phenylalanine 

1.73 

4.0-11.8 

7.1 

0.22- 0.66 

0.41 

Proline (1) 

0.99 

0.0-20.0 

7.0 

0.00- 2.30 

0.60 

Serine <2> 

1.51 

13.0-26.0 

21.3 

0.89- 1.66 

1.41 

Threonine 

1.18 

15.8-22.0 

19.7 

1.29- 1.80 

1.67 

Tryptophane 

0.48 

5.0- 9.0 

7.5 

1.16- 1.97 

1.55 

Tyrosine 

1,26 

8.0-14.0 

11.0 

0.61- 1.08 

0.88 

Valine 

1.29 

3.1- 5,0 

4.1 

0.23- 0.38 

0.32 


1 Average ingestion for the 4 subjects. The amounts of amino acids ingested 
daily were calculated from the percentages of amino acids in eggs as published 
in Block and Bolling (’45), except those marked (1) which are from Jacobs, M., 
Food and Food Products, vol. 1 ( ’44) , <2> Baumgarten et al. ( *46) , and those 
marked <3> which were determined in this laboratory. 
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When boiled soy beans were fed, the excretion of “free” 
amino acids was very similar qualitatively to that observed on 
the diet containing eggs, in spite of the different amino acid 
mixture that was present (tables 3 and 4). The soy bean diet 
contained more glutamic acid than the egg diet and pre- 
sumably also more nitrogenous compounds other than the 
16 amino acids determined, since the percentages of total 
nitrogen were essentially equal on both diets. The soy bean 
diet contained less leucine, less methionine, and appreciably 
less serine and cystine than the egg diet. Nevertheless the 
amounts of cystine excreted were essentially the same whether 
eggs or soy beans were fed. Since the daily intake of cystine 
was relatively low on the soy bean diets, the percentages of 
excretion appeared to be particularly high on the latter, 34.4 
and 36.6% on boiled and autoclaved soy beans, respectively, as 
contrasted to 13.4% on eggs. With the single exception of 
leucine, there were no very marked differences between the 
excretion of amino acids during the periods representing the 
2 kinds of soy beans (tables 3 and 4). No leucine appeared 
when the boiled soy bean diet was eaten, while 13.0 mg were 
excreted daily in the urine when autoclaved soy beans were 
fed. But if, as suggested above, the appearance of leucine on 
the latter diet was related to the negative nitrogen balance 
of the subjects, the mechanism for the excretion of leucine 
would still appear to differ from that for the other amino 
acids, since the excretion of the other acids was not altered 
greatly by the negative nitrogen balance (tables 3 and 4). 
Leucine has been reported to be present in certain pathological 
urines, presumably combined with tyrosine (Hawk and 
Bergeim, ’44). 

Significantly there were no essential differences in the ex- 
cretion of methionine on the 3 diets, although methionine is 
apparently the limiting amino acid in raw soy beans, and the 
degree of availability depends on the heat treatment applied. 
Nor did the excretion of lysine appear to be in any respect 
unusual in these experiments. Lysine is relatively labile to 
heat (Greaves, Morgan and Loveen, ’38) and a measurable 
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destruction of lysine lias been reported in over-heated soy bean 
meal (Clandinin et al., ’46). In the present experiments the 
daily average excretion of lysine was 1.5 mg during the auto- 
claved soy bean period and 3.0 mg on boiled soy beans. This 

TABLE 4 


Urinary excretion of amino acids by 4 human subjects ingesting protein of 
autoclaved soy beans. 


AMINO ACIDS 
INGESTED DAILY 

i 

AMINO ACIDS EXCRETED 
DAILY 

PERCENTAGE OF INGESTED 
AMINO ACIDS EXCRETED 


Range 

Average 

Range 

Average 


grn 

mg 

mg 

% 

% 

Arginine 

1.67 

6.0-10.0 

8.1 

0.35- 0.68 

0.49 

Aspartic acid <3> 

3.98 

0.0 

0.0 

0.0 

0.0 

Cystine 

0.20 

62.9-91.7 

74.0 

30.00-43,50 

36.60 

Glutamic acid <2) 

4.32 

23.0-70.0 

49.0 

0.51- 1.83 

1.13 

Histidine 

1.06 

61.8-77.0 

69.3 

5.70- 7.10 

6.55 

Isoleucine 

1.42 

2.0-12.0 

.4.5 : 

0.14- 0.81 

0.32 

Leucine 

2.05 

6.0-23.0 

13.0 

0.28- 1.24 

0,64 

Lysine 

1.62 

o 

to 

1 

o 

o 

1.5 

0.00- 0.41 

0.10 

Methionine 

0,63 

1.2-10.0 

4.3 

0.10- 1.54 

0.68 

Phenylalanine 

1.73 

2.0- 4.1 

3.2 

0.11- 0.27 

0.19 

Proline a) 

0.99 

0.0-20.0 

15.0 

0.00- 2.30 

2.02 

Serine <2) 

1.51 

21.0-38.0 

26.5 

1.34- 2.78 

1.75 

Threonine 

1.18 

21.0-23.0 

22.0 

1.70- 2.18 

1.87 

Tryptophane 

0.48 

6.6-11.0 

8.4 

1.30- 2.20 

1.74 

Tyrosine 

1.26 

13.0-17.0 

14.2 

1.00- 1.30 

1.09 

Valine 

1.29 

6.0-11.5 

9,2 

0.45- 1.00 

0.72 


1 Average ingestion for the 4 subjects. The amounts of amino acids ingested daily 
were calculated from the percentages of amino acids in eggs as published in Block 
and Bolling ( J 45), except those marked (1) which are from Jacobs, M., Food and 
Food Products, vol. 1 ( J 44), <2) Baumgarten et al. ( ? 46), and those marked <3) 
which were determined in this laboratory. 

difference might suggest a difference in lysine intake. On both 
diets, however, variations within groups were wide and in- 
individual samples of urine were encountered in which no 
lysine was present. Nevertheless, if the differences in indi- 
vidual excretion between the 2 groups should prove to be 
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significant, it would appear that boiling soy beans for 60 min- 
utes was less deleterious to lysine than autoclaving at a 
higher temperature for a shorter period of time. It is even 
possible that the negative nitrogen balance of the subjects on 
the autoclaved beans may have been due to an insufficiency of 
available lysine. Murlin and co-workers (’46) added lysine to 
a baked soy bean diet and observed a higher biological value 
as tested on human subjects. 

Peptides 

Experiments on urine from rats and mice (Sauberlich and 
Baumann, ’46) suggest that at least half of the amino acids in 
mouse urine is present as peptides, while in rat urine the 
percentage of such bound amino acids exceeds 75%. Prelim- 
inary experiments in the present study suggest that bound 
amino acids were also present in the samples of human 
urine analyzed. The urine was hydrolyzed in 2 N acid or 
5NBa(OH) 2 for 5 hours at 15 pounds pressure and the 
samples were then re-assayed for certain of the amino acids. 
No leucine was found, although recoveries of leucine added 
prior to hydrolysis ranged from 97 to 133%. Hence it was 
concluded that this acid is not present in normal human urine 
in either the free form nor as a peptide. However, the amounts 
of microbiologically available tyrosine, tryptophane, and 
serine were found to have increased 4 to 5 fold after 
hydrolysis. A 24-hour specimen of urine which contained no 
aspartic acid before hydrolysis contained 88 mg of this acid 
after the peptides were hydrolyzed. Aspartic acid, therefore, 
is an example of an amino acid that exists in human urine 
almost entirely in a bound form. Several other workers have 
concluded that human urine contains peptides (Van Slyke, 
T3 ; and Albanese et al., ’46). 

DISCUSSION 

In a previous study it was observed (a) that the amounts of 
the amino acids excreted in the urine by rats and mice de- 
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pended upon the amounts ingested, (b) that the percentages 
of ingested acid appearing in the urine in microbiologieally 
available form were approximately the same for all amino 
acids except cystine and (c) that all of the 16 amino acids 
determined were present in every specimen of rat or mouse 
urine examined (Sauberlich and Baumann, ’46). 

The present results on human urine indicate that the excre- 
tion of amino acids by man differs from that by the rat or 
mouse in each of these respects. The amounts of any one 
amino acid excreted by human subjects were essentially the 
same whether eggs or boiled soy beans were fed, in spite of 
differences in the amino acid content of the two diets. Many 
specimens of human urine were encountered that lacked one 
or more of the amino acids proline, lysine, or isoleucine ; free 
aspartic acid was never present, and leucine only under special 
circumstances. On the other hand histidine and cystine were 
always present in relatively high percentages of the amounts 
ingested. 

These differences between species suggest that in general 
the human organism exerts more control than rats or mice 
over the excretion of amino acids into the urine, and further- 
more that not all amino acids are controlled to the same 
extent. It is also possible that deamination reactions proceed 
more rapidly or completely in man than in the rat or mouse. 

Folin and Berglund (’22) observed that the amounts of 
alpha amino nitrogen in the urine of men and dogs increased 
with increases in the blood, and concluded that there is no 
renal threshold for amino acids comparable to that for glucose. 
The colorimetric method of analysis employed (Folin, ’22), 
however, lacks specificity, and does not measure all amino 
acids to the same extent. It is evident from the present data 
that “thresholds” for the amino acids do exist and that they 
vary from one amino acid to another. Presumably amino 
acids differ in the ease with which they can be reabsorbed 
from the glomerular filtrate through the renal tubules. Leucine 
is an example of an amino acid which must be very efficiently 
reabsorbed, since it does not appear in human urine, although 
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human blood contains from 17.3 to 25.7 ug per ml of plasma 
(Hier and Bergeim, ’46). These amounts do not differ sig- 
nificantly from those for other essential amino acids in blood, 
including histidine, which occurs in urine in relatively large 
amounts. 

The high urinary excretion of cystine observed requires 
some co mm ent.. In the previous study (Sauberlich and 
Baumann, ’46) more cystine was found in the urine of rats 
and mice than the amounts of any other amino acid, but this 
result was not emphasized because the diet contained cystine 
in the free form while all other amino acids were present only 
as protein (casein). In the present experiments with human 
subjects, however, the cystine fed was all combined as pro- 
tein, and again cystine was the most abundant amino acid in 
the urine. Cystine can function in the detoxication of many 
aromatic compounds (Stekol, ’46) whence it appears in urine 
combined as mercapturic acids. Cystine was also one of the 
first free amino acids to be detected in urine (Alsberg and 
Folin, ’05) and an abnormally high excretion of this amino 
acid has been noted more frequently than that of any other. 
It is possible, however, that microbiological methods of deter- 
mination will reveal metabolic abnormalities similar to cvsti- 
nuria but involving other acids. Polarographic determinations 
(Reed, ’42) indicated an excretion of 40 to 80 mg* of cystine — 
cysteine daily in urine from normal human males ; in the pres- 
ent study daily microbiological values ranged from 60 to 
91 mg. The latter method likewise measures both cystine and 
cysteine. 

SUMMARY 

1. Diets containing eggs or soy beans as sources of protein 
were fed to 4 human subjects at a protein level corresponding 
to 5% of the ingested calories, and the amino acid content 
of the urine was determined microbiologically. 

2. Cystine was invariably found to be excreted in the highest 
percentage of the amount ingested, 12 to 44%. Histidine was 
next, 4 to 8%. The percentage excretion for most amino acids 
was found to range from about 0.2 to 1.8% of that ingested. 
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Proline, lysine, and isoleucine were frequently absent from 
the specimens of urine analyzed, free aspartic acid was always 
absent, while leucine was present only when the subjects were 
in negative balance (autoclaved soy bean diet). 

3. There were no group differences between the excretion 
of essential and non-essential amino acids. 

4. The hydrolysis of urine resulted in appreciable increases 
in microbiologically available tyrosine, serine, tryptophane, 
and aspartic acid. Apparently many amino acids in human 
urine were bound as peptides. 
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The inadequacy of galactose as the carbohydrate of rat 
dietaries has been reported by Gulia (’31), and of lactose by 
Ershoff and Deuel (’41), and Handler and Dubin (’46). 
Young rats, fed a diet in which lactose or galactose is the sole 
carbohydrate, fail to grow properly and die in 3-20 days. 
The present report describes several attempts which have been 
made to determine the physiological mechanism underlying 
this nutritional failure. 

EXPEKIMENTAL 

All rats were males of the Vanderbilt strain (Wolfe, Bryan 
and Wright, ’38). They were grown to a weight of 45 gm on 
a commercial stock chow after weaning, then housed in indi- 
vidual cages and offered the experimental diets. The basal 
diet (in %) consisted of casein 10, lactose (or other carbo- 
hydrate) 81, salts (Hubbell, Mendel and Wakeman, ’37) 4, 
cod liver oil 2, cottonseed oil 3, corn oil 1. In addition each 
kilo of diet contained thiamine 3 mg, riboflavin 5 mg, pyri- 
doxine 3 mg, calcium pantothenate 30 mg, nicotinic acid 5 mg, 
choline chloride 3 gm, inositol 2 gm, p-aminobenzoic acid 
0.5 gm, mixed tocopherols 50 mg, and naphthohydroquinone 
acetate 50 mg. 
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Various modifications of this diet were fed to groups of 
10 rats each. The results are summarized in table 1. It will 
be seen that galactose, or an equal mixture of glucose and 
galactose was as deleterious in its effects as lactose itself. This 
is in agreement with the work of Gfuha ( ’31) but in contrast 
to the findings of Ershoff and Deuel (’44). It would seem to 
indicate that the galactose moiety of the lactose molecule is 
responsible for the observed effects. Increasing the protein 

TABLE 1 


The effects of dietary modifications on lactose toxicity , 


' ' DIET '■ 

DIETARY MODIFICATION 

WEIGHT 

CHANGE 

SURVIVAL 

TIME 



gni 

days 

A 

Sucrose 81% 

23.0 

14.0 1 

B 

Lactose 81% — diarrhea 

— 19.1 

4.9 


no diarrhea 

— 12.7 

7.3 

C 

Galactose 81% — diarrhea 

— 18.3 

5.2 


no diarrhea 

— 15.6 

6.8 

I> 

Galactose 81% Glucose 40% 

— 15.3 

7.9 , 

E 

Lactose 60% 

— 9.4 

10.7 

F 

Lactose 40% 

7.1 

14.0 1 

G 

Galactose 20% Glucose 61% 

6.8 

■ \ ;2 ' ' , 

II 

Casein 30% Lactose 61% 

0.8 

11.2 

J 

Lard 20% Lactose 61% 

3.9 

12.3 

IC 

Sulfasuxidine 3% Lactose 78% 

— 15.9 

7:2 

L 

Cellulose 10% Lactose 71% 

— 13.3 

7.7 

M 

NaIiC0 3 0.5% Lactose 80,5% 

— 16.1 

6.8 

N 

Saline drinking water Lactose 81% 

— 14.0 

7.0 


1 Animals sacrificed after 2 weeks. 

a Two rats died on eleventh day, remainder sacrificed after 2 weeks. 


and/or fat content of the diet did increase the rats’ survival 
time and at sufficiently high levels afforded complete pro- 
tection. However, this does not seem necessarily to have been 
due to any specific ameliorating effect of the protein or fat 
but, rather, may perhaps be attributed to the diminished 
lactose ingestion. The critical level of lactose in the diet ap- 
peared to be about 60-70% while that of galactose was 
30-40%. In agreement with Ershoff and Deuel (’44) and 
Guha ( ’31) it was found that when rats weighing more than 
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125 gm were offered the high lactose or galactose diets, they 
grew very slowly but survived for several months, developing 
the lenticular opacities typical of such diets, as indeed did 
many of the young rats before they died. 

Since most rats showed at least a moderate diarrhea when 
fed the lactose diets (and to a lesser extent on the galactose 
diets as well) attempts were made to control this with both 
cellulose and sulfasuxidine. However, neither of these did 
effectively control the diarrhea nor did they appreciably 
lengthen the rats’ survival time. Because of the possibility of 
dehydration and acidosis due to both the diarrhea and ab- 
sorption of lactic acid from the bowel, one group was offered 
0.4% NaCl in place of drinking water while 0.5% of NaHCO : , 


TABLE 2 

Blood constituents after lactose feeding. 


DIETARY 

CARBOHYDRATE 

SERUM ' 
PROTEIN'S 

COo 

CAPACITY 

LACTIC 

ACID 

phospha- 

tase 

CA P 

NPN 


gm % 

vol. % 

mg % 

I*. *7.1 

mg % 

mg % 

Sucrose 

7.3 

56 

22 

16.6 

10.1 7.4 

31 

Lactose 

6.9 

52 

25 : 

31.0 

12.4 6.3 

44 

Galactose 

6.7 

57 

20 

37.3 

11.8 5.0 

41 


1 Bodansky Units. 


was added to the ration of another group. Again, neither of 
these measures increased the rats’ survival time and actually, 
as will be seen later, no serious acidosis or dehydration did 
occur in lactose or galactose-fed animals. 

Blood was obtained by decapitation of a number of mori- 
bund animals on the lactose and galactose diets and from con- 
trols on the sucrose diet. Analyses were performed for serum 
proteins, C0 2 combining power, lactic acid, phosphatase, 
calcium, phosphorus and non-protein nitrogen. The results 
are summarized in table 2. Bach value represents the mean of 
a group of 12 rats although in most instances blood from a 
number of rats was pooled in order to obtain a quantity 
sufficient to perform the determination. From the hematocrit, 



224 


PHILIP HASTDLEE 


serum proteins and alkali reserve it was adjudged that no 
serious dehydration or acidosis resulted from either lactose 
or galactose feeding. While lactose may stimulate the develop- 
ment of an acidophilic intestinal flora the lactic acid was either 
lost in the stool or readily handled by the liver as its con- 
centration did not rise in the systemic circulation nor did it 
provoke an acidosis. It is doubtful that the slightly elevated 
non-protein nitrogen values were of primary importance in 
the death of lactose or galactose-fed animals but represent a 
terminal event. The elevation of serum calcium is com- 
patible with the known enhanced absorption of calcium from 
the intestine produced by lactose feeding while the decreased 

TABLE 3 

Urinary constituents during lactose feeding. 

Mean 24-hr. values per rat during third week of 
feeding. Initial rat weight 150 gm. 


DIETARY 

CARBOHYDRATE 

VOLUME 

pH 

TITRATABLE 

ACIDITY 

NH;| 

SUGAR 

ACETONE 

BODIES 

CA 

p 


ml 


ml 0.1 N NaOH 

gm 


mg 

mg 

Sucrose 

14 

6.5 

1.8 

1.2 

0 

0 

1.4 

1.6 

Lactose 

43 

5.9 

5.7 

6.4 

0.48 

0 

9.2 

1.9 

Gain close 

68 

5,6 

5.9 

7.8 

1.40 

0 

5.7 

3.8 


phosphorus may be associated either with the elevated serum 
calcium concentration or with the disturbed carbohydrate 
metabolism to be discussed later. A discussion of the increased 
serum alkaline phosphatase will be reserved for discussion in 
a later report (Handler, Follis and Baylin, in preparation). 

Adolescent rats weighing 150 gm initially were placed in 
metabolism cages and urine was collected from pairs of rats. 
Three pairs of rats were placed on each of diets A, B and C. 
A 24-hour urine was collected from each pair every fourth day 
for 60 days. The urines were preserved with alcoholic thymol. 
The results are summarized in table 3. Each value is the mean 
of 18 samples collected from 3 pairs of rats. 
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The increased urine volume observed on the lactose and 
galactose diets was the result of the quite considerable excre- 
tion of reducing’ sugar seen in these animals. The values ex- 
pressed in the table were calculated as galactose, and indeed, 
since acid hydrolysis failed to increase the reducing power of 
the urine from lactose-fed rats it would seem that these ani- 
mals excreted no lactose. Osazones prepared from the urines 
of lactose and galactose-fed rats appeared identical in crystal 
structure with an authentic sample of galactosazone and gave 
no depression of the melting point in mixed melting point- 
determinations. However, in no case was the sugar excretion 
of sufficient magnitude to impose a serious caloric want. This 
was also true in young animals as well. 

A tendency toward acidosis was certainly indicated by the 
acid urines and high excretion of titratable acid and ammonia 
by rats on both the lactose and galactose diets. While this 
might be thought to be due at least in part to the diarrhea, 
these acid urines were also encountered from rats producing 
reasonably well-formed stools and so it seems not unlikely 
that the tendency to acidosis was occasioned by the production 
and excretion of some unidentified organic acid other than 
lactic, pyruvic, acetoacetie or (3-hydroxybutyric. Since no 
diminution in the alkaline reserve was found, the renal ex- 
cretion of this acid adequately prevented a systemic acidosis. 

The markedly increased excretion of calcium by both lactose 
and galactose-fed rats is in keeping with the known enhanced 
intestinal absorption of calcium produced by lactose ingestion. 
Since complete balance studies were not performed it is not 
possible to state whether there occurred any unusually great 
retention of calcium or even, perhaps, actual bone deminerali- 
zation. 

Complete autopsies were performed on 4 rats fed galactose 
diet C and 4 fed lactose diet B. The animals were sacrificed 
when moribund, the tissues fixed in 10% neutral formalin, 
and sections w r ere stained with hematoxylin and eosin. Heart, 
lungs, liver, spleen, pancreas, kidney, adrenal, stomach, in- 
testine, brain, thyroid and bone were examined. However, 
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nothing was found which seemed contributory to an under- 
standing of the disease process. The intestines were greatly 
distended "with gas and contained heavy bacterial colonies. 
No intussusception, volvulus, or ulceration was noted. The 
lymphoid tissues, particularly spleen, all appeared atrophic 
as they do in general inanition. Blood samples removed from 
such animals under sterile conditions failed to reveal any 
bacteremia. Despite the unusual turnover of calcium and the 
somewhat elevated serum calcium concentrations, no evidence 
of calcification of soft tissues, blood vessels or kidney was 
found The latter is also in keeping with the essentially normal 
blood APN values. X-ray examination revealed only a com- 
plete failure of skeletal calcification in adolescent rats main- 
tained on lactose or galactose. This will be reported and 
discussed in detail in a subsequent publication (Handler 
Follis and Baylin). ’ 

Bonnamour and Escallon (’13) found a diminished calcium 
and increased phosphorus content in the femur of a rabbit 
which had been given 10 gm of lactose intravenously daily 
for 3 months. While it seemed unlikely that this sort of 
process, if real, could have accounted for the large urinary 
calcium excretions found in the present animals, it was 
thought of interest to study the effects of intraperitoneally 
administered glucose, sucrose, lactose, galactose and (3-lactose. 
Each of these was given as 10 ml of a 5% solution daily to 
groups of 3 rats whose initial weight was 150 gm each and 
winch were maintained on the basal sucrose-containing diet A. 
Twice each week for 2 months, 24-hour urines were collected 
and calcium, phosphorus and sugar excretion determined. No 
differences were noted in the various groups and, other tha n 
the urine volumes and sugar excretion, they did not differ 
essentially from a control group given 10 ml of isotonic saline 
per day. At the end of the experimental period the animals 
were sacrificed, their femurs removed, soaked in 95% ethyl 
alcohol for 24 hours and then in ether for 12 hours. They were 
then dried in an oven, weighed, digested with hot 0.1 N HC1 for 
2 hours, made to volume after which aliquots were taken for 
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calcium and phosphorus analyses. While the femurs of the 
lactose, (3-lactose and galactose injected rats weighed slightly 
less than those given glucose, sucrose or saline, the calcium 
and phosphorus concentrations and the Ca/P ratios were not 
significantly different. These results are not in agreement 
with the report of Bonnamour and Eseallon (13) on a rabbit, 
and under these conditions, intraperitoneal administration of 
these various carbohydrates for 2 months did not produce any 
significant decaleification of rat femurs. 


TABLE 4 

Carbohydrate metabolism on lactose and galactose diets , 
(Each value mean of 6 rats) 


INITIAL. 

RAT 

WEIGHT 

TIME 

DIETARY 

CARBOHYDRATE 

BLOOD 

GLUCOSE 

BLOOD 

GALACTOSE 

SERUM 

P 

LIVER 

GLYCOGEN 

gm 

days 


mg % 

mg % 

mg % 

% 

50 

4- 

Sucrose 

112 


6,5 

3.4 

50 

4 

Lactose 

89 

106 

5.4 

1.7 

50 

4 

Galactose 

78 

285 

4.8 

2.5 

50 

7 

Sucrose 

122 


7.4 

3.5 

50 

7 

Lactose 

67 

320 

6.0 

0.7 

50 

: ' 7 

Galactose 

48 

473 

4.6 

0,4 

150 

10 

Sucrose 

97 


8.3 

3.0 

150 

10 

Lactose 

83 

98 

6.9 

1.3 

150 

10 

Galactose 

87 

316 

5.1 

3.1 


Carbohydrate metabolism studies were performed in the 
following manner. Blood and liver samples were obtained 
from sacrificed young rats after 4 days on diets B (lactose) 
and C (galactose) and from other rats on these diets when 
they appeared moribund (6-9 days). Control animals receiv- 
ing diet A were sacrificed after 4 and 7 days. Samples were 
also obtained from 150-gm rats after they had been on diets 
A, B, and C for 10 days. Total reducing sugar, “true glucose” 
(Somogyi, ’27) and phosphorus analyses were performed on 
the blood samples, and glycogen was determined in the liver 
(Good, Kramer and Somoygi, ’33). The results are sum- 
marized in table 4. 
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Both lactose and galactose feeding consistently resulted in 
a lowering of the blood true glucose, the serum phosphorus and 
liver glycogen in young’ rats. The effect of galactose on the 
serum phosphorus was much more marked than was that 
of lactose. Liver glycogen values were actually lower in the 
lactose than in galactose-fed adolescent rats and the young 
ones sacrificed after 4 days but not in moribund young rats. 
This may perhaps have been due to the poorer state of these 
animals occasioned by the severe diarrhea. Probably the 
most significant finding was the reduced true glucose values 
obtained in the moribund rats on both lactose and galactose 
diets. 

DISCUSSION 

Prom the data presented herein and the studies of Ershoff 
and Deuel (’44) and G-uha ( ’31) there is little doubt but that 
high concentrations of lactose in the diet are toxic to the rat. 
However, the physiological mechanism by which this toxicity 
is exerted has not yet been completely resolved. From the 
present work and that of Guha it would appear that it is the 
galactose moiety of the lactose molecule which is responsible 
for the observed effects. This, however, is contraindicated by 
the fact that while both lactose and 3-lactose proved toxic in 
the diets of rats of the Long-Evans and the TJ.S.C. strains, 
equal amounts of galactose resulted only in a temporary 
weight loss followed by slow growth (Ershoff and Deuel, ’44). 
Nevertheless, all indications in the present work seem to 
implicate galactose per se as the toxic factor. 

Ershoff and Deuel (’44) concluded that the fatal effects 
of dietary lactose were probably dependent upon events in 
the intestine. It does not seem reasonable that, by changing 
the intestinal flora, lactose removed or diminished the supply 
of some, as yet unknown, dietary factor so essential to the 
animal economy that death resulted in as little as 3 days. 
Apparently not considered by previous workers was the possi- 
bility of death due to diarrhea with consequent acidosis and 
dehydration. However, this too has been ruled out since 
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blood studies showed no evidence of acidosis or dehydration 
nor did saline drinking water or HaHC0 3 prove therapeuti- 
cally effective. Moreover, many rats, particularly those on the 
galactose diets, died in a few days yet showed reasonably 
well-formed stools during this period. 

The effects of dietary lactose on calcium metabolism also 
seemed a possible etiologic factor in the death of these ani- 
mals. Lactose, by stimulating the development of an acido- 
philic intestinal flora (Rettger and Cheplin, ’23 ; Hudson and 
Parr, ’24) lowers the pH of the intestinal tract below the 
duodenum (Robinson and Duncan, ’31). It may be this phe- 
nomenon which is responsible for the enhanced intestinal ab- 
sorption of calcium (Robinson and Duncan, ’31). It seemed 
possible that there might exist a rational correlation between 
our' observation that young rats die while adults survive in- 
definitely on lactose diets and the finding of French and Cow- 
gill ( ’37), that in both rats and dogs lactose promotes calcium 
absorption in young animals but not in adults. "While the 
markedly increased urinary excretion of calcium and slightlv 
elevated serum calcium concentrations were compatible with 
the aforementioned effects of lactose, there were no indications 
that these changes were of any significance in the pathogenesis 
of this disease. Further, death appeared to be due to the 
presence of galactose, and the effects of galactose on calcium 
metabolism observed in the present work were not as marked 
as those of lactose. 

Within 24 hours after being offered a lactose-containing diet 
virtually all rats showed the gross symptomatology described 
by Ershoff and Deuel ( ’44). They exhibited ruffled fur, edema 
of the hind paws, occasionally alopecia and were all generally 
filthy in appearance. This would all appear to be referable 
to the diarrhea and was only seen in those rats receiving 
galactose which also were afflicted with diarrhea. However, 
no animal actually appeared moribund, weak and listless on 
either lactose or galactose diets until there occurred a fall 
in the blood glucose concentration (table 4). 
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Guha (’31) concluded that the fatal results of galactose 
feeding were due to starvation. This was based upon the 
known slow utilization of galactose, its relatively low renal 
threshold and the increased appetite of rats on a high 
galactose diet. It is not possible to completely deny this pos- 
sibility, but it does not seem likely when one considers that 
galactose-fed rats, eating as much as 7 gm a day excreted no 
more than 2.2 gm of galactose in the urine. If the remaining 
dietary galactose had been utilized properly such rats should 
survive almost indefinitely although their growth rate would 
be expected to be below normal. Instead they died in approxi- 
mately the same time as did rats permitted access only to 
water. The possibility that death is due to simple starvation 
is also compatible with the observations of Holt and Kajdi 
( ’44) that starving rats offered only lactose or galactose died 
as rapidly as did the un supplemented controls while glucose, 
fructose, sucrose and various reasonably purified fats pro- 
longed the rats’ survival time as much as 25 days. Neverthe- 
less, the extremely rapid course of the disease, the lack of any 
specific histological findings, the numbers of animals which 
died even more rapidly than do rats suffering from simple 
inanition, and the rather unexpected findings of Holt and 
Kajdi (’44) with respect to lactose and galactose described 
above, all point to the probability that death was due to some 
fundamental metabolic disturbance, presumably of carbohy- 
drate metabolism. The findings in the present work suggest 
that not only was there a failure to utilize fully and properly 
the dietary lactose and galactose but that, perhaps, these 
actually interfered with normal carbohydrate (glycogen or 
glucose) metabolism. The studies reported herein do not per- 
mit any definitive statement of the nature of this disturbance 
but do indicate that galactose in the amounts given here may 
interfere with normal glucose metabolism. Thus, despite the 
presence of blood galactose concentrations as high as 600 mg 
%, moribund rats on lactose and galactose diets were found 
to have blood glucose concentrations as low as 40 mg % while 
the supply of liver glycogen appeared to be virtually ex- 
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hausted. It may be that this is related to the observation that 
liver glycogen after galactose feeding is built of 18 hexose 
units rather than the 12 units found in liver glycogen after 
glucose feeding (Bell, ’36). 

This situation appears to be analogous to that in infants 
showing galactosemia and cataracts (Brack and Rapoport, 
’45; Goldbloom and Briekman, ’46). In these children also 
were found high blood galactose levels and relatively low 
blood glucose concentrations as long as they were maintained 
on milk. When additional galactose was administered in 
tolerance tests, the blood galactose concentrations were 
elevated still further while the blood glucose fell to levels as 
low as 40 mg %. It should be noted that the blood glucose 
of normal children also fell to as low as 50 mg % during 
galactose tolerance tests. However, the blood glucose returned 
to normal and the blood galactose disappeared considerably 
more rapidly in the normal children than in the infants with 
“idiopathic galactosemia.”. Further, the clinical signs and 
symptoms of this state all appeared to be referable to the 
disturbance in carbohydrate metabolism and disappeared 
when the patients were placed on a lactose-free regime. 

From consideration of the behavior of the rats described 
in the present report and the response of normal children to 
galactose tolerance tests it appears that the galactosemia with 
its untoward sequelae observed in some children as long as 
their diets contain lactose (as milk) is not really a qualitative 
idiopathic disturbance but rather a somewhat exaggerated 
quantitative response similar to that which can be obtained 
in normal rats and children if the galactose intake is sufficiently 
great. 

StTMMABY 

Weanling rats of the Vanderbilt strain die within 3 to 17 
days after being placed on diets containing more than 60% 
lactose or 40% galactose. No lesions other than those associ- 
ated with simple inanition were found by histological ex- 
amination of their tissues. While most rats exhibited a 
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marked diarrhea and all a profound diuresis, death did not 
appear to have been due to dehydration or acidosis. While 
all rats had a marked calcinuria due to the enhanced calcium 
absorption from the intestine, their serum calcium concentra- 
tions were only moderately elevated and did not appear to 
be an etiologic factor in the death of such rats. Moribund 
rats on both lactose and galactose diets were found to have 
blood galactose concentrations varying from 210 to 640 mg % 
Avith true blood glucose levels which varied from 26 to 
73 mg %. Simultaneously there occurred an appreciable drop 
in the serum inorganic phosphorus concentration and almost 
complete depletion of the liver glycogen. It is concluded that 
this disturbance of carbohydrate metabolism, which is similar 
to that occasionally observed in infants while they drink 
milk, is the prime etiologic factor in the death of rats on such 
diets. The occasional “ galactosemia” seen in infants is 
thought to represent not a qualitative idiopathic phenomenon 
but a quantitative exaggeration of events which can be elicited 
in a normal animal when the galactose intake is sufficiently 
high. The mechanism whereby galactose interferes with nor- 
mal glucose metabolism has not yet been clearly defined. 
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The well-known reaction between nitrous acid and primary 
amines has led to the question of whether the -“nitrite cure” 
impairs the lysine value of pork. It has been suggested that 
lysine would be among the first of the amino acids to be 
attacked if there were any reactions between individual amino 
acids in the proteins of meat, and the nitrite used in the curing 
process. In organic chemistry, reactions between primary 
amines and nitrous acid are ordinarily carried out in strongly 
acid solutions. The pH of meat never reaches such high acid 
values, but the high temperature reached during the heat 
treatment — about 112° to 113°C. — might favor the reaction. 

Heat alone, particularly dry heat or toasting, has been 
shown to have an injurious effect on many proteins. Invaldsen 
(’29), Daniel and McCollum (’31), Morgan (’31), Maynard 
and Tunison (’32), Schneider (’32), Maynard, Bender and 
McCay (’32), Fixen and Jackson (’32), Fairbanks and 
Mitchell (’35), Murlin, Nasset and Walsh (’38), Stew r art, 
Hensley and Peters (’43), Block, Cannon et al. (’46) and 
others have demonstrated that dry heat or toasting has an 
injurious effect on many proteins ; and Greaves, Morgan and 
Loveen (’38) and Block, Cannon et al. (’46) have shown that 
the lysine in the protein molecule is particularly sensitive to 
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relatively mild processing procedures. In the cooking of meat, 
the temperature would probably not go as high as in a toasting 
process, but Morgan and Kern (’34) have reported that cook- 
ing by 3 different processes tended to lower the biological 
value of beef. 

The commercial canning of luncheon meat involves both a 
nitrite cure and cooking, both of which might have some 
effect on the lysine content of the protein. If they have any 
effect on lysine, it may not be a destruction since Block, Jones 
and Gersdorff ( ’34) have reported that as much lysine could 
be isolated after acid hydrolysis of heated casein as from 
unheated, and Seegers and Mattill (’35) found that acid 
hydrolysis of heat impaired proteins restored their nutritive 
value when tryptophane, alone, was added. 

The paucity of knowledge at the present time regarding the 
interactions of lysine in the protein molecule makes it difficult 
to interpret results secured by any one method of analysis. 
Animal feeding trials are still the ultimate tests for the avail- 
ability of any one essential amino acid. Accordingly, animal 
feeding trials were conducted to get information on the rela- 
tive nutritive values of fresh and processed pork luncheon 
meat, and to determine if there is any destruction of lysine 
during the cooking or curing process. 

EXPERIMENTAL PROCEDURE 

A representative batch of ground pork was obtained! from 
a batch prepared for commercial production of canned pork 
luncheon meat. It was divided into 3 parts: one part was 
frozen as fresh meat, a second part was canned, and the third 
part was cured by a standard commercial method and then 
canned. Both of the canned lots were heat processed at the 
temperature and pressure used commercially in the packing 
plant. The curing ingredients included 0.15 pounds of sodium 
nitrite per 1000 pounds of meat. After curing and remixing, 
the meat was stuffed into 12-ounce cans and closed under 
vacuum in a commercial closing machine. The cooked samples 
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were heated in a retort for 1 hour at a temperature of 112 ° to 
113° C., and then immediately cooled with cold water. 

The meats were all stored in a refrigerator, the fresh meats 
being kept frozen until they were fed to the animals. When 
needed, a can was removed and opened, the meat ground twice 
through a small meat grinder, and mixed. 

The 3 lots of meat were fed to young weanling rats as 
supplements to a basal ration composed of (in %) ground 
yellow corn 85.6, hydrogenated vegetable oil 9.5, salt mix- 
ture 4, sardine oil 0.5, l(-) cystine 0.2, and l(-) tryptophane 
0.2 parts, respectively. In addition, each rat received 0.2 ml 
daily of a commercial preparation 1 as a source of the B vita- 
mins. Previous (unpublished) feeding trials have shown that 
the greatest deficiency in this ration is with regard to the 
lysine content, and that young rats consuming the ration will 
grow but only very slowly. However, when the ration is 
supplemented with 0.2% 1 (4-) lysine, growth is very markedly 
increased. It was calculated that when the rats were allowed 
10 gm of the basal ration daily, 50% or more of the animals’ 
requirements for amino acids were met, with the exception 
of the lysine requirement, where only about 20% of the re- 
quirement was supplied. Lysine, then, was the first limiting 
factor. 

Ten rats were maintained on this diet throughout the ex- 
periment as negative controls. The other rats were divided 
into groups of 10 animals each, and given a daily supplement 
of 0.5 or 1.0 gm of the 3 meats, respectively, fresh, cooked, or 
cured-cooked. The basal ration was limited to 10 gm daily, and 
fed in the regular feed cup. The vitamin B supplement was 
pipetted into a small dish daily, and the meats were weighed 
out daily for each individual rat and dropped into the feed 
cup. Daily feed consumption records and weekly rat weight 
records were kept for a period of 8 weeks. 

One can of meat from each of the three groups was dried, 
defatted, and analyzed for lysine by the specific decarboxylase 
method of Hanke (’46). 


1 Vitab. 
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DISCUSSION OS' RESULTS 

Growth curves showing gain in weight of the rats are pre- 
sented in figures 1, 2 and 3. The rats on the basal ration alone 
gained very slowly, averaging only 22 gm in 8 weeks. When 
this same ration was supplemented with 0.2% of 1( + ) lysine, 
growth was increased to 82.5 gm in 8 weeks (0.2% l(-f-) 
lysine in the basal ration is equivalent to 20 mg of lysine when 
the rats are allowed 10 gm of food daily). The depression of 
the rate of gain in weight observed by Mitchell and Smutts 
(’32) when tryptophane is added to a corn ration does not 
appear to be a factor when lysine is also added. 

When the meats were fed at a level of 0.5 gm daily as a 
supplement to the basal ration, growth was substantially in- 
creased over that observed in animals receiving no supple- 
mentary meat or lysine (figs. 1 and 2), and a further increase 
was observed in the rats fed 1.0 gm of the meats daily (fig. 3). 

The addition of the meats to the rat diets added considerable 
amounts of other animo acids that were in short supply in 
the basal diet, but the increases in growth were in no case 
as high as was observed when the basal ration was supple- 
mented with 0.2% of 1(+) lysine. The amount of lysine added 
to the rats’ daily diet through the meats (table 1) was in no 
case as high as the 20 mg consumed daily by the control group, 
hence, the limiting factor for growth was still lysine when 
these low levels of meat were fed. 

Figure 1 presents the gain in weight obtained by feeding 
0.5 gm of the meats daily. While the growth observed on the 
cured-cooked meat is slightly less than on the other meats, 
it is not regarded as significant since in another series of rats 
fed the same rations (fig. 2) growth on the cured-cooked meat 
was as high as that observed on the cooked, and higher than 
that observed on the fresh meat. The growth observed on rats 
fed the cooked meats, in general, runs slightly higher than 
any of the others, even when 1.0 gm daily was fed. This may 
be due in part at least, to the protein content of the meat. In 
the cooking process, a certain amount of water and fat sepa- 
rated from the uncured meat, and proved to be very difficult 
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to remix into the meat when the cans were opened. Some of 
the water was sometimes lost, which could account for the 
variation in the protein percentage from can to can. The fresh 
meat ranged from 15.6 to 16.2% protein, the cooked meat from 
16.6 to 18.8, and the cured-cooked meat from 15.3 to 15.8% 
protein. 

Figure 3, showing the gain in weight of rats receiving 1.0 gm 
of meat daily, indicates that the lysine even in this amount, 
of meat is inadequate to support maximum growth, hence, if 



Pig. 1 Curves showing growth of rats receiving the lysine deficient basal 
ration, and daily supplements of 0.5 gm fresh (frozen), cooked, or eured-eooked 
pork luncheon meat, and 0.2% 1( + ) lysine (first series). 

Pig. 2 Curves showing growth of a second series of rats fed the same supple- 
ments as in figure 1. 

there were any significant differences in the lysine content of 
the 3 meats, it should appear in the growth curves of the rats 
receiving that amount or less of meat. 

The lysine analysis of the 3 meats (table 1) indicates that 
there was some destruction of lysine in the cured-cooked meat 
but not in the cooked. When calculated to a 16% nitrogen 
basis, the difference between the lysine in the fresh (7.97%) 
and the cooked (8.06%) is not significant. The difference be- 
tween the cured-cooked' (7.01%) and the other two probably 
is significant, the loss of lysine being about 12%. 
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When the amounts of lysine are calculated, that each animal 
received per day in its meat supplement, the results can be 
correlated with the gains in weight shown in figure 1, but 



Fig. 3 Curves showing growth of rats receiving the lysine deficient basal 
ration, and daily supplements of 1.0 gm of fresh (frozen) , cooked, or cured- 
cooked pork luncheon meat in comparison with 0.2% l(-j-) lysine. 


TABLE 1 

Lysine analysis of meats. 



FRESH 

MEAT 

COOKED 

MEAT 

CTJRED- 

COOKED 

MEAT 

Lysine in meat calculated 
to 16% nitrogen basis — % 

7.97 

8.06 

7.01 

Average protein content of 
meat (NX 6.25) — % 

15.9 

17.7 

15.5 

Average lysine in meat as fed — % 

1.267 

1.426 

1.086 

Lysine consumed per day, 

0.5 gm. Meat level — mg 

6.33 

7.13 

5.43 

Lysine consumed per day, 

1.0 gm. Meat level — mg 

12.67 

14.26 

10.86 


not so easily with the weight gains of other animals shown 
in figures 2 and 3. 

Since the gains in weight observed in the rats on the 3 
samples of meat are so nearly uniform at any one level of 
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meat fed, it seems highly improbable that there could have 
been any destruction of lysine greater than the 12% shown by 
the analyses. Insofar as the animal is concerned, the destruc- 
tion may have been either insignificant at that level, or the 
destruction may have been less in other cans of the same 
meats that were opened and fed to the animals. 

SUMMARY AND CONCLUSIONS 

Pork luncheon meats were analyzed for lysine, and fed to 
rats as a supplement to a diet which was deficient in lysine. 

Lysine analyses of fresh, cooked, and cured-cooked pork 
luncheon meat indicate that there was no destruction of lysine 
due to the cooking, but the cured-cooked sample showed a loss 
of 12% of the original lysine content. 

No significant differences in growth were observed on rats 
fed the 3 samples of meat, indicating that if there -was a de- 
struction of lysine, it was too small to detect in the feeding 
tests with rats. 
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THE INFLUENCE OF PTEROYLGLUTAMIC ACID 
(A MEMBER OF THE VITAMIN M GROUP) 

ON THE ABSORPTION OF VITAMIN A 
AND CAROTENE BY PATIENTS 
WITH SPRUE 1 

WILLIAM J. DARBY, MARGARET M. KASER AND EDGAR JONES 
Departments of Medicine and Biochemistry, Vanderbilt University 
School of Medicine , Nashville; and Tennessee Department of 
Dublic Sealth, Nashville 

ONE FIGURE 

(Received for publication September 24, 1946) 

In diseases such as sprue, celiac disease, and cystic fibrosis 
of the pancreas, in which there is an impairment of the ab- 
sorption of fat from the gastrointestinal tract, serum levels 
of carotene and vitamin A may be decreased. Also, the rise 
in serum vitamin A following the oral administration of a 
test dose of vitamin A may be absent or delayed (Chesnev 
and McCoord, ’33- ’34; Clausen and McCoord, ’38; Breese 
and McCoord, ’39 ; May and McCreary, ’41 ; May, McCreary 
and Blackfan, ’42 ; Ingelfinger, ’43 ; Adlersberg and Sobotka, 
’43; Cayer, Ruffin and Perlzweig, ’45). Other findings which 
suggest a defective absorption of fat soluble factors in sprue 
are a hypoprothrombinemia (Fanconi, ’38 ; Butt and Snell, ’41 ; 
and Ingelfinger, ’43) and a lowering of serum calcium, which 
may be due in part to a failure to absorb vitamin D (Bennett, 
Hunter and Vaughan, ’32 ; Hanes, . ’43 ; Ingelfinger, ’43). More 
recently it has been found that plasma concentrations of the 

x This work was supported by grants from the Nutrition Foundation, Inc., the 
International Health Division of The Rockefeller Foundation, and the Tennessee 
Department of Public Health. 
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other fat-soluble vitamin, tocopherol, is lowered in steator- 
rheas (Darby, Cherrington and Ruffin, ’46). 

The many similarities of sprue in man and of vitamin M 
deficiency in the monkey led to the now well-confirmed 
demonstration that pteroylglutamie acid (PGA) is active in 
producing hematologic and clinical remissions in sprue 
(Darby and Jones, ’45; Moore, Bierbaum, Welch and Wright, 
’45; Darby, Jones and Johnson, ’46a, b; Spies, Lopez, Menen- 
dez, Minnich and Koch, ’46; Spies, Milanes, Menendez, Koch 
and Minnich, ’46). We have reported that oral glucose toler- 
ance curves and vitamin A absorption curves became more 
nearly normal in sprue after treatment with PGA (Darby 
and Jones, ’45; Darby, Jones and Johnson, ’46a, b). At the 
time of these earlier reports sufficient time had not elapsed to 
evaluate with finality the effectiveness of this vitamin on the 
absorption of fat and fat-soluble factors. The data now in- 
dicate that treatment with PGA results in a definite decrease 
in the total fat loss in the feces of patients with sprue (Darby 
and Jones, unpublished observations). It is of importance, 
therefore, to determine whether there also occurs evidence of 
improved absorption of fat-soluble vitamin A in the cases of 
sprue treated with PGA. 

EXPERIMENTAL 

The subjects were 4 patients with sprue observed in the 
Vanderbilt University Hospital. Certain data on 3 of the 
eases were previously reported (Darby, Jones and Johnson, 
’46a, b). After diagnostic studies were completed the patients 
were treated with doses of either 5 or 15 mg daily of pter- 
oylglutamic acid 2 administered either orally or intramuscu- 
larly. In 2 cases (J.D. and P.S.) therapy was discontinued 
after 14 and 19 days, in the others it has been continuous. 
One of the former patients has relapsed following the with- 
drawal of therapy, and a second remission has now been 

a We are indebted to Dr. Stanton M. Hardy, Medical Director, Lederle Labora- 
tories, Inc., for generous supplies of synthetic pteroylglutamie acid used in these 
studies. 
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induced by treatment with PGA. None of the patients have 
received supplements of carotene or vitamin A, and there has 
been no effort to alter their usual diets. 

TABLE 1 


The effect of pteroylglutamic acid (PGA) on serum, carotene and vitamin A 

levels in sprue . 


PATIENT 

DATE 

CAROTENE 

VITAMIN A 

REMARKS 

J.D. 

9-25-45 

fig f 100 ml 

8 

LF./lOO ml 

98 

Before therapy 


9-29-45 

18 

95 

Before therapy 


10- 4-45 



Therapy instituted, 15 mg 


10-19-45 

21 

129 

PGA daily, parenterally 
Remission 


10- 22-45 

11- 21-45 

22 

133 

Therapy discontinued 
Remission 


1-31-46 

52 

153 

Remission 


3-20-46 

72 

158 

Remission 


6-19-46 

10 

90 

In relapse 


7-13-46 

7-23-46 

7-25-46 

14 

17 

66 

In relapse 

Therapy instituted, 5 mg 


8-26-46 

54 

170 

PGA daily by mouth 

In remission 

P.S. 

10-18-45 

12 

90 

Before therapy 


10-19-45 



Therapy instituted, 15 mg 


10- 22-45 

11- 8-45 

19 

60 

PGA daily, parenterally 

Therapy discontinued 


1- 3-46 

63 

66 

Remission 

P.B. 

11- 9-45 

21 

119 

Chronic sprue, before 


11-10-45 



therapy 

Therapy instituted, 15 mg 


11-21-45 

25 

101 

PGA daily, parenterally 
Remission 


12- 6-45 

13 

89 

Remission 


7-17-46 

65 

124 

Remission 

W.O. 

5- 6-46 



Therapy instituted, 5 mg 


5-16-46 

36 

133 

daily, orally 

Early remission 


5-25-46 

73 

103 

Remission 


7-13-46 

51 

95 

Remission 
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Serum carotene was estimated by measuring the absorption 
of a petroleum ether extract in an Evelyn photoelectric colori- 
meter at 440 n and vitamin A was determined by means of 
the Carr-Priee reaction as described by Kaser and Stekol 
(’43). Vitamin A tolerance tests were carried out by esti- 
mating the serum levels at intervals after the oral administra- 
tion of 200,000 1.U. of vitamin A as a fish liver oil concentrate. 

CHANGE IN VITAMIN A TOLERANCE IN A CASE OF SPRUE FOLLOWING THERAPY WITH P.G.A 



Fig. 1 Serum vitamin A levels following an oral dose of 200,000 I.TJ. of vitamin 
A to a patient with sprue. The slight increases observed on 3 occasions during 
relapse or early remission are in sharp contrast to the high rise observed during a 
complete remission following therapy with PGA. 

EBSTJLTS 

The values for serum carotene and vitamin A are listed in 
table 1. Presumably the presence of adequate liver stores 
of vitamin A before the onset of sprue accounts for the satis- 
factory levels of vitamin A as found in these patients. All 
4 subjects showed initial pronounced decreases in the serum 
carotene levels and a gradual increase in the carotene eoncen- 
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tration followed therapy with PGA. In one ease ( J.D.) these 
changes recurred during a second relapse and remission. It 
should be noted that as J.D. relapsed the carotene, which had 
approached a satisfactory level, again almost disappeared 
from his blood. There was also a simultaneous drop in 
tocopherol levels of the serum in this patient (Darby, Cher- 
rington and Ruffin, ’46). 

Figure 1 depicts the vitamin A absorption curves for J.D. 
before treatment, during his clinical remission, and during the 
subsequent relapse. The profound change in the vitamin A 
absorption curves following therapy with PGA is apparent. 

DISCUSSION 

These results, together with those previously reported, in- 
dicate that a deficiency in man of the vitamin-M group, of 
which PGA is a member, results in defects of gastrointestinal 
absorption which may be reversed by supplying the deficient 
vitamin. The early cessation of the diarrhea, the reduction of 
the fat content of the stools, the return of the flat glucose 
tolerance curve to a normal one, and the rapid gain in weight 
in the patient with sprue treated with PGA are all evidences 
of improved absorption. In view of these changes the more 
slowly occurring increases in serum carotene concentration 
and the return of the vitamin A tolerance curve to normal 
during remission are consistent with the interpretation that 
PGA also favorably influences the absorption of carotene and 
vitamin A in sprue. The slower rate of correction of the 
absorption of fat-soluble substances than of water-soluble 
substances following the treatment of sprue with PGA is con- 
sistent with the more gradual disappearance of the stea- 
torrhea in sprue after therapy with liver (Hanes, ’43) and 
with L. casei factor (Darby, Jones and Johnson, ’46b). 

This evidence that the administration of one synthetic vita- 
min (PGA) alone may so greatly influence the concentration 
of another vitamin within the body may be cited as another 
example of an interrelationship of foodstuffs (Mitchell, ’43 ; 
Moore, ’45) . It is impressive that a deficiency of vitamin M, as 
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seen in clinical sprue, results in demonstrable malabsorption 
of so many dietary factors — carbohydrate, fat, vitamins, and 
calcium. Additional experimental studies would seem to be 
indicated in order to determine whether any of the secondary 
deficiencies observed in the sulfa-treated (“vitamin M de- 
ficient”) rat (Daft and Sebrell, ’45) are due to impaired 
absorption. The gastrointestinal defects reported by Mc- 
Carrison (’21) in his “vitamin B deficient” monkeys have 
been interpreted as due to a deficiency of thiamine (Williams 
and Spies, ’38). It is now held that McCarrison’s monkeys 
presented the clinical picture of vitamin M deficiency (Day, 
’44). It appears, therefore, that a reinvestigation of the 
relative roles of thiamine and of the members of the vitamin 
M g'roup in maintaining gastrointestinal function would be 
timely. 

SUMMABY 

Serum carotene and vitamin A levels in 4 cases of sprue 
treated with pteroylglutamic acid (PGA) are reported. It 
was found that the low serum carotene levels observed in 
relapse were gradually increased following therapy. The 
carotene returned to its previous low level during the relapse 
of one patient following withholding of PGA, and again rose 
after a second period of therapy with PGA. 

Following therapy with PGA an improved ability to absorb 
vitamin A is indicated by a rise in serum vitamin A following 
the administration of an orat test dose. The fact that this 
curve reverted to a typical flat curve during a relapse after the 
withdrawal of treatment is further evidence of the influence 
of this factor on the absorption of fat-soluble substances. 

It is suggested that the M group of vitamins plays an im- 
portant role in the normal physiology of the gastrointestinal 
tract. 
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THE RELATIONSHIP OF NICOTINIC ACID, 
TRYPTOPHANE AND PROTEIN IN THE 
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(Received for publication October 27, 1946) 

Tie effects of nicotinic acid deficiency in swine have been 
well established by Chick and co-workers ( ’38), Hughes ( ’43), 
Madison, Miller and Kieth (’39) and Wintrobe (’39). Re- 
cently, Wintrobe and co-workers (’45) showed that when the 
level of casein in a purified ration was 26%, the absence of 
nicotinic acid in the ration caused no apparent sign of nu- 
tritional deficiency except that of a slightly lowered growth 
rate. They also showed that when the level of casein in the 
diet was lowered to 10% and nicotinic acid excluded from the 
vitamin supplement, typical symptoms of nicotinic acid de- 
ficiency resulted. The relationship between protein and nico- 
tinic acid may be explained by the work of Krehl et al. ( ’45, 
’46). These workers found that the inclusion of corn grits 
in a nicotinic acid-low ration caused a marked growth retard- 
ing effect when fed to rats. This effect was counteracted by 
supplements of either nicotinic acid or 1(— ) tryptophane. 
When either rice, oats or rye were substituted for corn, good 
growth was obtained which seemed to indicate that the low 
nicotinic acid content of corn was not the only limiting factor 
in its growth retarding effect. Spector and Mitchell (’46), 
in an application of the paired feeding technique, found that 

1 Published with the permission of the Director of the Michigan Agricultural 
Experiment Station as journal article no. 838 (n.s.). 
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the growth-depressing effect of corn on rats fed a nicotinic 
acid-low ration was associated with a decreased food consump- 
tion. These authors further found that the stimulation in 
growth produced by supplementing the corn grits ration with 
nicotinic acid or tryptophane was largely, but not entirely, 
associated with an increased caloric intake. 

In view” of the fact that corn constitutes a major portion of 
the ration of swine, particularly in the corn belt states, it 
seemed advisable to study the possible relationships between 
nicotinic acid and tryptophane in a ration largely made up of 
corn. 

EXPERIMENTAL 

Pigs used in this experiment were farrowed by Duroc J er- 
sey sows which had been bred to a Yorkshire boar. Up to the 
time of weaning all animals had been kept on alfalfa pasture 
to prevent, as far as possible, the appearance of any known 
deficiency. Two weeks before the beginning of the experiment 
the pigs w T ere vaccinated for hog cholera using the serum and 
virus method. The three basal rations used are shown in 
table 1. The protein content of rations A, B and C were 19.2, 
14.0 and 15.9%, respectively, and the nicotinic acid contents 


TABLE 1 

Composition of basal ration. 1 



RATION A 

RATION B 

RATION C 


% 

% 

% 

Corn 

Oats 

80 

87 

90 

Casein (commercial) 

12 

5.5 

4 

Soybean oil meal 

6 

5.5 

4 

Complex mineral mixture 2 

2 

2 

2 


1 The following amounts of vitamins were supplied daily to each animal: thia- 
mine, 10 mg; riboflavin, 10 mg; calcium pantothenate, 25 mg; and pyridoxine 
hydrochloride, 6 mg. 

2 This mineral mixture contained the following (in %) : bonemeal, 32.3; ground 
limestone, 32.3 ; sodium chloride, 32.3 ; ferrous sulfate, 2.5 ; copper sulfate, 0.2 ; 
manganese sulfate, 0.1; zinc oxide, 0.1; cobalt ous acetate, 0.1; and potassium 
iodide, 0.1. 
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were 5.22, 6.23 and 6.25 mg per pound, respectively, as de- 
termined microbiologically by the method of Krekl, Strong 
and Elvehjem (’43). The higher nicotinic acid content of ra- 
tion B was due to the fact that a new shipment of corn was 
used which contained appreciably larger amounts of this 
vitamin. The 3 rations were supplemented with a vitamin A 
and D oil in amounts which supplied 1500 I.U. of vitamin A 
and 200 I.U. of vitamin D per pound of feed. All lots were fed 
ad libitum, and each pig received daily the amounts of thia- 
mine, riboflavin, calcium pantothenate and pyridoxine hydro- 
chloride indicated in table 1. 

Both at the beginning and again during the last week of 
the experiment the pigs were placed in metabolism cages and 
a 24-hour urine collection was obtained from each animal. 
The daily excretion of thiamine, riboflavin, pantothenic acid, 
nicotinic acid and N 1 -methylnieotinamide was determined. 

In addition the daily excretion of tryptophane was determined 
in lots 3, 4, 5 and 6. Thiamine in the urine was determined 
by the method of Mickelsen, Condiff and Keys (’45). Micro- 
biological methods were used for the determination of ribo- 
flavin (Snell and Strong, ’39), pantothenic acid (Neal and 
Strong, ’43) and nicotinic acid (Krehl et al., ’43). N 1 -methyl- 
nicotinamide was determined by the method of Huff, Perlzweig 
and Tilden ( ’45). The assay for tryptophane in the urine was 
similar to that used by Schweigert, Sauberlich and Elvehjem 
(’45) who modified the nicotinic acid method of Krehl et al. 
(’43) by omitting tryptophane from the media and replacing 
it with nicotinic acid. 

The animals were bled at regular intervals and a study 
made of the cellular constituents of the blood. At the conelu- ^ 
sion of the experiment the animals were autopsied and a patho- 
logical study made of the affected tissues. 

RESULTS 

The effect of high protein 

Pigs in lot 1 were fed the high protein basal ration A plus 
daily supplements of 30 mg of nicotinic acid. These animals 
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gained an average of 1.40 pounds daily as shown in table 2. 
This represents a higher average daily gain than was shown by 
the pigs in any other lot in the experiment. In addition the 
gains for these 5 pigs were more uniform, and all of the 
animals had the healthy appearance of normal pigs. The 
animals in this lot consumed an average of 48 mg of nicotinic 
acid per day. Table 3 shows that the total daily excretion of 
nicotinic acid plus its metabolic N 1 -methylnicotinamide was 
25.26 mg per pig or about 53% of the amount ingested. Au- 
topsy of the pigs in lot 1 revealed no gross pathology. 


TABLE 2 

Response of pigs fed the various experimental rations. 


CATEGORY OF INTEREST 



LOT NUMBER 



l 

2 

3 

4 

5 

6 

Bation fed 

A 

A 

B 

B 

B 

C 

Number of pigs 

5 

5 

5 

5 

5 

5 

Initial age in weeks 

A 8 

8 

6 

6 

6 

6 

Number of weeks on trial 

8 

8 

6 

6 

6 

6 

Average initial weight in lbs. 

40 

39 

28 

27 

27 

28. 

Average daily gain in lbs. 

1.40 

1.00 

0.76 

0.62 

1.00 

0.76 

Average daily feed consumption, lbs. 

3.64 

3.09 

2.27 

1.98 

2.29 

2.29 

Lbs. of feed per lb. of gain 

2.61 

3.09 

2.98 

3.19 

2.29 

3.01 


Pigs in lot 2 were fed ration A. The animals in this lot did 
not appear to be as healthy as those in lot 1 and their average 
daily gain was smaller (table 2). Three of the animals in 
this lot developed a mild diarrhea within 4 weeks. The average 
daily excretion of N^methylnicotinamide was 12.21 mg per 
pig as compared with 22.34 mg for the animals in lot 1. 

From an inspection of both the growth and excretion data 
the animals did not seem to be as abnormal as one would 
expect. The autopsy results, however, indicated an abnormal 
condition in the large intestine. When the abdomen was 
opened the large intestine appeared thickened and upon pal- 
pation felt doughy. The lesions were limited to the large in- 
testine and particularly to that portion of the gut between 
the cecum and rectum. In some cases the congestion of the 
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mucus membrane was severe. A yellowish caseated material 
was firmly adherent to the mucus membrane. Small masses of 
feces were found adhering to the gut in the affected areas. 
All other organs studied appeared normal. Thus, although 
the protein in the ration was high the absence of nicotinic acid 
resulted in deficiency symptoms which were confined entirely 
to the large intestine. The fact that Wintrobe et al. (’45) 
reported no such deficiency when a nicotinic acid-low purified 
ration was fed suggests that corn plays an important role in 
the etiology of this deficiency. This further suggests that the 
relation between corn, nicotinic acid and tryptophane may be 
similar to that found for the rat (Krelil et ah, ’46). 

The effect of lotv protein 

Ration B containing 14% protein was fed to the pigs in lot 3. 
Each animal in this lot received 30 mg of nicotinic acid per 
day. As -was expected the animals in this lot were normal 
in appearance although their growth rate was not as great as 
that of the animals in lots 1 and 2; however, some of this 
difference is due to the fact that the pigs in this lot were 
placed on the experiment at an earlier age and weighed less 
than the animals in lots 1 and 2 (table 2). The average daily 
excretion of N^methylnicotinamide was 15.13 mg per pig 
for the animals in this lot. Autopsy revealed no abnormalities 
of any kind, the gut being perfectly normal. 

Pigs in lot 4 were fed the low protein ration B. During the 
fourth week of the experiment 4 of the animals in this lot 
developed severe diarrhea. The hair coat appeared rough and 
the skin around the ears was scaly. Autopsy revealed intes- 
tinal lesions similar to those described for animals in lot 2 
except that they were even more severe. In some cases the 
colon had become so weakened that even moderate pressure 
would tear the walls. No pathogenic bacteria could be isolated 
from the intestines of these animals. The daily excretion of 
N 1 -methylnicotinamide dropped to an average of 4.92 mg 
per pig. The symptoms manifested by these animals eorre- 
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sponcl to those of nicotinic acid deficiency in pigs as described 
by other workers. 

The animals in lot 4 did not develop anemia as evidenced 
by an average hemoglobin content of 12.55 gm per 100 ml, 
but a mild leucocytosis was noted. No other morphological 
abnormalities were observed. 

Pigs in lot 5 were fed basal ration B plus daily supplements 
of 200 mg of d, 1-tryptophane. It was evident after the first 2 
weeks of the experiment that the animals in this lot were 
gaining weight more efficiently than pigs in the other lots. The 
pigs had the sleek healthy appearance of normal animals. As 
shown in table 2 the average daily gain was 1 lb. per pig and 
only 2.29 lbs. of feed -were required per pound of gain. As 
was expected the tryptophane excretion was higher than 
that of lots 3 and 4, but it was surprising to find that the 
average daily excretion of N 1 -methylnieotinamide was 14.00 
mg as compared with 4.92 mg for animals in lot 4 (table 3) 
since neither lot received any added nicotinic acid. Animals 
in lot 5 consumed 2.29 lbs. of basal ration per day which 
furnished 14.27 mg of nicotinic acid. The total daily excretion 
of nicotinic acid and N^methylnicotinamide averaged 15.69 
mg per pig, which is in excess of the amount ingested. It 
would thus appear that the animals in this lot were obtaining 
an additional source of nicotinic acid which is in some way 
related to the feeding of tryptophane. No corresponding in- 
crease in the excretion of nicotinic acid was noted. Rosen, Huff 
and Perlzweig (’46) have reported that when rats were fed 
50 mg of either 1-tryptophane or its racemic mixture, an in- 
crease in both N 1 -me tliylni c o tin am i cl e and nicotinic acid excre- 
tion occurred. It is possible that if larger amounts of 
tryptophane had been fed to the pigs the excretion of nicotinic 
acid would have been increased. Autopsy of the animals in 
this lot revealed that in 2 of the pigs a few gross lesions in the 
colon were observed. Although these lesions were of a minor 
nature and seemed to have no visible effect on the health of the 
pigs, it would seem that either the level of tryptophane fed was 
not sufficient to compensate completely for the lack of nicotinic 
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acid or that a source of nicotinic acid is indispensable no mat- 
ter what the level of tryptophane in the diet may be. 

Pigs in lot 6 were fed basal ration C made up largely of 
whole oats, a grain which is also low in nicotinic acid. The level 
of protein was 15.9% as compared with 14.0% in ration B. 
The growth response of these pigs was superior to that of the 
animals in lot 4 which had been fed the low protein corn 


TABLE 3 

Average daily urinary excretion of B vitamins , tryptophane and 
N’ 1 -metky Inieo tinamide . 1 


LOT NO. 

THIAMINE 

RIBOFLAVIN 

PANTOTHENIC 

ACID 

NICOTINIC 

ACID 

N 1 -METHYL' 
NICOTINAMIDE 

TRYPTO- 

PHANE 

1 

1.68 2 

2.70 

14.25 

2.92 

22.34 



0.40-2.50 3 

1.05-3.42 

9.63-18.00 

1.92-4.51 

19.10-31,81 


2 

1.33 

1.83 

19.22 

1.91 

12.21 



0.81-1.82 

1.53-2.12 

13.04-25.52 

0.94-2.75 

7.25-16.30 


3 

1.S6 

1.72 

10.19 

2.28 

15.13 

14.25 ■ 


1.00-8.27 

1.04-2.67 

8.25-13.60 

1,50-3.50 

14.50-19.86 

9.01-17.00 

4 

1.30 

1.45 

14.38 

1.31 

4.92 

10.71 


1.02-1.65 

1.11-2.16 

12.43-18.06 

3,07-1.57 

3.46- 7.64 

8.05-14.00 

5 

1.27 

1.59 

11.54 

1.69 

14,00 

20.94 


0.78-2.00 

1.04-2.63 

7.80-14.56 

1,08-2.31 

12.32-16.03 

19.00-24.21 

6 

5.48 

1.78 

17.51 

1.34 

8.98 

19.75 


2.67-7.71 

1.20-2.32 

14.60-25.00 

1.05-1.48 

8.40- 9.61 

16.01-25.10 


1 All data are in milligrams per 24 hours. 

2 Average. 

2 Eange. 


ration. The pigs developed a rough hair coat and were untidy 
in appearance but did not exhibit diarrhea. The excretion 
of tryptophane was almost as high as that of the animals in lot 
5 which received tryptophane. The pigs in this lot ingested 
13.91 mg of nicotinic acid daily and excreted 8.98 mg of N 1 - 
methylnicotinamide. There were no intestinal lesions found 
at autopsy but the colons of all animals were distended with 
oat hulls. The poor growth rates of the pigs in this lot may 
be explained by the high fiber content of the ration. 
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Urinary excretion of thiamine, riboflavin and 
pantothenic acid 

The daily excretion of thiamine, riboflavin and pantothenic 
acid was obtained from all of the experimental pigs. It is 
evident from table 3 that only a small proportion of the addi- 
tional thiamine and riboflavin fed to the pigs was excreted 
in the urine. The higher average excretion of thiamine in 
lot 6 may be due to the fact that oats, in general, contain 
considerably more thiamine than does corn. It is interesting 
to note that in every lot the daily excretions of pantothenic 
acid were higher than those of the other 2 vitamins. 

DISCUSSION 

The results indicate that when corn constitutes a major part 
of the ration nicotinic acid deficiency occurs even though the 
percentage of protein is relatively high. Wintrobe et al. ( ’45) 
were not able to produce nicotinic acid deficiency in swine on 
a diet containing 26% casein, but when the casein content was 
lowered to 10% nicotinic acid deficiency appeared. In the 
present experiment it must be remembered that while the pro- 
tein content of ration A was 19.2%, it contained only 12% 
of crude casein and for that reason undoubtedly did not contain 
as much tryptophane as did the high protein ration of Win- 
trobe et al. (’45). It is probable that had the percentage of 
casein in the high protein ration been increased, deficiency 
symptoms would not have appeared. This is borne out by the 
fact that the intestinal lesions of nicotinic acid deficiency 
produced in pigs fed the high protein ration were not as 
severe as those produced when the low protein ration was fed, 

It has been shown by Hughes and Ittner ( ’42) and by Win- 
trobe et al. (’43) that a lack of pantothenic acid in the diet 
of the young pig causes marked inflammation of the intestinal 
tract and diarrhea. The similarity between the lesions pro- 
duced in pantotheni'c acid deficiency and nicotinic acid de- 
ficiency have been noted. It does not seem likely, however, 
that pantothenic acid was a factor in the deficiency syndrome 
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produced in this experiment. The presence of pathogenic or- 
ganisms in the intestines of the deficient pigs was eliminated 
as a factor since bacterological examination of sections of the 
inflamed colons did not reveal the presence of any of these 
types of organisms. 

The supplementation of the low protein corn ration with 
tryptophane produced animals whose external appearance was 
normal in every respect. The animals gained an average of 1 
lb. of body weight per day. They also utilized their feed more 
efficiently than pigs in the other lots. The fact that 2 pigs 
in this lot did have a mild inflammatory condition of the colon 
may indicate that a dietary source of nicotinic acid is still 
necessary even though the ration is supplemented with trypto- 
phane. However, one might also reason that had the level of 
tryptophane in the ration been higher no such condition would 
have appeared. The fact that the inclusion of tryptophane in 
the ration does lead to an increase in the excretion of N 1 - 
methylnicotinamide tends to support the latter view. The 
exact nature of the relationship between nicotinic acid and 
tryptophane is not clear. Spector and Mitchell (’46) have 
postulated that the increase in the excretion of nicotinic acid 
and N^methylnicotinamide following the ingestion of trypto- 
phane indicates that tryptophane may exert a sparing action 
on the dietary requirement for nicotinic acid, and further- 
more that the interrelationship between nicotinic acid and 
tryptophane may be analogous to the metabolic interrelation 
of choline and methionine. 

The results obtained by feeding a ration largely composed 
of oats to young pigs seem to be overshadowed by the high 
fiber content of the ration. It is significant, however, that 
despite the low nicotinic acid content of ration C no abnormal 
condition was found in the intestinal tract of these pigs which 
probably was due to the fact that the oat protein contains 
considerably more tryptophane than does the protein of corn 
(Block, ’45). 

Using a purified ration the daily nicotinic acid requirement 
of the young pig has been estimated (Hughes, ’43) to lie be- 
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tween 5 and 10 mg per 100 lbs. The results of the present 
experiment indicate that with corn as the major constituent 
of the ration the requirement for this vitamin may he higher. 

SUMMARY 

When a high protein, low nicotinic acid, corn ration was fed 
to weanling pigs, mild symptoms of nicotinic acid deficiency 
occurred. The symptoms of nicotinic acid deficiency were con- 
fined entirely to the large intestine and particularly to the 
colon. 

The lowering of the protein content of the same corn ration 
to 14.0% produced very severe inflammation in the large in- 
testine. Supplementing this ration with 200 mg of d, 1-trypto- 
phane per day per pig gave excellent growth response in the 
animal. Two of the animals in this lot showed a very mild 
inflammatory condition of the large intestine. 

No symptoms of nicotinic acid deficiency were noted when 
the corn was replaced with oats. 
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RIBOFLAVIN DEFICIENCY IN THE DAIRY CALF 
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FOUR FIGURES 

(Received for publication October 28, 1946) 

Evidence (see reviews by Goss (’43) and by Najjar and 
Barrett (’45)) indicates that tlie adnlt ruminant does not 
require the B vitamins in its diet. Extensive synthesis of the 
B vitamins occurs in the rumen of the adult bovine ; however, 
it has not been established as to which, if any, of the B vitamins 
would be required were rumen synthesis not taking place. 
In order to examine this question the young ruminant in 
which the rumen is not yet functioning was chosen for experi- 
mental study. 

The synthesis of riboflavin in the rumen of both the sheep 
and the bovine has been adequately demonstrated by the 
work of McElroy and Goss (’39, ’40) ; Wegner et al. (’40, ’41) 
and Hunt et al. (’41, ’43). In our work the requirement of the 
young dairy calf for riboflavin under conditions which would 
tend to eliminate rumen synthesis has been investigated. 

EXPERIMENTAL 

The experimental animals were 2 male Guernsey calves and 
1 male Holstein calf. The animals, 48 hours old or less when 
obtained, had been receiving colostrum. They were kept in 
individual metal cages 5X6 feet in size, and equipped with 

1 Present address: Department of Agricultural Chemistry, University of Idaho. 
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heavy wire mesh bottoms. The experimental diet was a “syn- 
thetic milk” having the composition shown in table 1 and 
containing no riboflavin. The lard and wheat germ oil were 
homogenized with the solntion of casein, cerelose and salts 
to produce an emulsion containing 13% solids. For complete 
details concerning preparation of this diet see Wiese, John- 
son, Mitchell and Nevens (in press). 


TABLE 1 

Composition of “synthetic milk 1 * diet . 1 


COMPONENT 1 

PER CENT 

VITAMINS ADDED 

MO PER KG OP 
LIQUID DIET 

Casein, “Labeo J? 

30.0 

Thiamine 

0.65 

Lard 

26.3 

Pyridoxine 

0.65 

Wheat germ oil 

0.3 

Nicotinic acid 

2.60 

Salts 

4.0 

Calcium pantothenate 

1.30 

Cerelose 

39.4 

Inositol 

26.0 



Choline 

260.0 



p-Aminobenzoic acid 

2.60 



Pteroyl-glutamic acid (“ folic acid 

”) 0.052 



Biotin 

0.01 



2-Methyl-l, 4-naphtlioquinone 

0.26 



Vitamin A 

5000 I.U. per day 



Vitamin D 

500 I.U. per day 


1 The lard and wheat germ oil are homogenized with the solntion of casein, 
cerelose and salts to produce an emulsion containing 13% solids. For complete de- 
tails see Wiese, Johnson, Mitchell and Nevens, J. Dairy Sci, (in press). 


After the calves had been on the experiment for approxi- 
mately 2 weeks, the gingival surface of the cheeks and the 
mucosa of the tongue became hyperemic and the gums bled 
on applying slight pressure. Lesions were observed at the 
oral canthi and along the edges of the lips. These observed 
pathological changes are similar to the cheilosis which has 
been described as occurring in human riboflavin deficiency. 

The condition of the calves became progressively worse. 
They exhibited a copious, tenacious, chalky-colored salivary 
secretion which was not shown by calves on other diets. In 
addition to an excessive and abnormal salivary secretion, ex- 
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cessive lachrymation was a characteristic symptom. The gains 
in weight were irregular because of a variable appetite. The 
hair appeared rough and dull and the animals shed excessively. 
Certain areas of the body, such as the abdomen, became prac- 
tically devoid of hair. The calves scoured and the navel region 
became inflamed and irritated. The photographs of calf 
no. 14, figures 2 and 3, illustrate the appearance of dairy calves 
when deficient in riboflavin. The excessive lachrymation and 
salivation are evident in both photographs, while figure 3 
shows loss of hair on the abdomen and inflammation of the 
navel region. 

After 5 weeks on the diet, calf no. 14 was given 5 mg of 
riboflavin by intravenous injection. On the day following 
the injection the animal showed an improved appetite and 
decreased salivation. This improvement was only transitory 
as the animal again exhibited anorexia and showed excessive 
salivation on the second day following the injection. 

Since the condition of the animal became critical, the diet 
was supplemented with 5 mg of riboflavin per day. The calf 
was kept on this supplemented diet until taken off the experi- 
ment. Within 3 days after supplementation was begun the 
animal’s appetite improved, the hyperemia of the buccal 
mucosa disappeared, excessive salivation stopped, and he 
started to gain weight. In approximately 10 days the lesions 
in the corners of the mouth, along the edges of the lips and 
around the navel had healed. New hair began to grow in the 
areas from which hair had been lost. The immediate and 
rapid growth response in body weight can be readily seen 
from figure 1. The improved appearance of the animal after 
riboflavin administration is shown in figure 4. The lack of 
secretion from the eyes and mouth is evident when comparison 
is made with figures 2 and 3. 

Calf no. 13 was given 5 mg of riboflavin per day after 6 
weeks on the deficient diet. The response to riboflavin admin- 
istration was the same as that of calf no. 14. The growth data 
for calf no. 13 are also summarized in figure 1. 
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Calf no. 15, which was on the deficient diet for 4 weeks 
only, showed the same symptoms as those reported for calves 
nos. 13 and 14. 

During the course of the experiment periodic examinations 
of the eye were made with the aid on an opthalmoscope. 
Neither vascularization of the cornea nor opacity of the lens 
was observed. 

At weekly intervals 24-hour urine collections were made 
and the riboflavin content determined by the method of Najjar 
(’41). The data are given in table 2. The first collection was 



Fig. 1 Growth of calves on riboflavin deficient diet. Calves nos. 13 and 1 4 ; 
Guernseys; calf no. 15, Holstein. The arrow indicates when feeding of 5 mg 
of riboflavin per day in diet began. 

made when the animals were 48 hours old and had received 
colostrum. Under these conditions the amount of riboflavin 
excreted was high. After 1 week on the riboflavin-deficient 
diet there was a marked drop in the amount of riboflavin 
excreted and by the third week little or no riboflavin was 
found in the urine. When riboflavin was added to the diet, 
however, there was an immediate rise in the urinary riboflavin 
excretion. The practical disappearance of riboflavin from 
the urine of the calves on a diet devoid of this vitamin suggests 
strongly that synthesis of the vitamin was not occurring, 
either in the intestinal tract or in the tissues. These results 
are in contrast to those secured with nicotinic acid, a vitamin 
not necessary in dairy calf nutrition. On a ration free of this 
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Figs. 2 and 3 Calf no. 14 after being on riboflavin deficient diet for 5 weeks. 
Note excessive salivation and laclirymation. Figure 3 shows loss of hair on 
abdomen and inflammation around navel. 

Fig. 4 Calf no. 14 after receiving riboflavin supplement for 3 weeks. Note 
absence of symptoms. 
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vitamin, the urinary excretion is quite constant and of consid- 
erable magnitude (Johnson et al., in press). 

When the annuals were sacrificed at the close of the experi- 
ment, postmortem examination failed to reveal any internal 
gross lesions. Sections from the brachial and sciatic nerves, 
stained with, hematoxylin-eosin and Mahon’s technique, did 


TABLE 2 

The urinary excretion of riboflavin. 


WEEKS ON 
DIET 

CALF 13 

CALF 14 

CALF 15 

Riboflavin 

fed 

Riboflavin 

excreted 

Riboflavin 

fed 

Riboflavin 

excreted 

Riboflavin 

fed 

Riboflavin 

excreted 


mg /day 

■mg /day 

mg /day 

mg /day 

mg/ day 

mg/day 

0 

0 

7.59 

0 

10.59 

0 

1.16 

1 

0 

0.08 

0 

0.09 

0 

0.02 

2 

0 

0.040 

0 

0.01 

0 

0.07 

3 

0 


0 

0.06 

0 


4 

0 

0.06 

0 

0.08 

0 

0.06 

5 

0 

0.0 

5 

0.78 

0 

0.17 

6 

0 

0.0 

5 

1.38 



7 

5 


5 




8 

5 

0.38 

5 

1.44 




not show any microscopic lesions. The fresh weights of the 
rumen-reticulum for calves 13, 14 and 15 were, respectively, 
381, 356 and 349 gm. as compared with weights of 376, 407 
and 360 gm for the omasum-abomasum. These measurements 
reveal the undeveloped condition of the rumen. 

DISCUSSION 

The young dairy calf fed a “synthetic milk” diet requires 
riboflavin. The low amounts of riboflavin excreted in the urine 
on a diet devoid of this vitamin indicate that appreciable 
synthesis of the riboflavin in the rumen or in the tissue did 
not occur. Furthermore, the weight of the rumen and reti- 
culum compared to the weight of the omasum and abomasum 
suggest that the development of the rumen was small. The 
fact that after feeding - riboflavin, the animal gained weight, 
improved in physical appearance and excreted in the urine 
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only a portion of the riboflavin administered is further evi- 
dence that this factor is needed by the calf. 

The absence of lesions in the sciatic or brachial nerves, 
and possibly in the eye, may be due to the short period of time 
that the animals were on the deficient diet. 

SUMMARY" 

1. The bovine species requires riboflavin, supplied either 
in the diet or by rumen or intestinal synthesis. On a riboflavin 
deficient diet the calf develops definite pathological symptoms 
and riboflavin practically disappears from the urine. 

2. Riboflavin deficiency in the young dairy calf is char- 
acterized by hyperemia of the buccal mucosa, lesions in the 
corner of the mouth, along the edges of the lips and around 
the navel, loss of appetite, poor growth, scours, excessive 
salivation and lachrymation, and loss of hair. Xo vaseulariza- 
tion of the cornea or opacity of the lens were observed on 
periodical examination with the ophthalmoscope. 

3. The administration of riboflavin rapidly cures the de- 
ficiency. 
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TWELVE FIGURES 

(Received for publication October 1.2, 1946) 

Corneal vascularization is a striking development which 
may appear with nutritional deficiencies. Hall, Sydenstrieker, 
Hock and Bowles (’46) have described the appearance of 
corneal vascularization in rats fed a diet lacking protein. A 
similar vascularization may result from deficiencies of lysine 
or tryptophane (Totter and Day, ’42). In a comprehensive 
investigation of the changes in morphology resulting from 
amino acid deficiencies Maun, Cahill and Davis (’45a, ’45b) 
observed that while a diet deficient in phenylalanine resulted 
in no significant ocular changes, leucine deficiency caused pro- 
nounced lesions of the anterior portion of the eye. The corneal 
epithelium was thinner and there was a loss of cellular 
polarity. The epithelial cells appeared to be in flattened layers 
with keratin ization on the surface. The basal cells stained 
more deeply with hematoxylin and showed increased numbers 
of mitoses. The substantia propria appeared to have lost its 
fibrillar structure and become homogenous and was thickened. 
Prominent dilated blood vessels were observed beneath the 

‘Present address, Department of Ophthalmology, Washington University, St. 
Louis 10, Mo. 
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epithelium and in the superficial portion of the substantia 
propria. Around these and in the adjacent stroma small col- 
lections of granulocytes were present. Descemet’s membrane 
was slightly thickened. The vascularization and the epithelial 
metaplasia were observed to be more evident near the limbus. 
The same changes were observed in rats on a histidine- 
deficient diet although the changes were less striking (Maun, 
Cahill and Davis, ’46). The structure of the substantia propria 
was preserved though it also appeared thickened. The leuko- 
cytic infiltration of the perivascular tissue was considerably 
less. 

Glynn, Himsworth and Neuberger ( ’45) investigated the 
pathology resulting from deficiency of the sulfur-containing 
amino acids but made no report concerning the eyes of their 
animals. 

That methionine deficiency in the rat may result in corneal 
vascularization has already been reported by Sydenstricker, 
Hall, Hock and Pund (’46). The present study is concerned 
with a more comprehensive investigation of the corneal 
changes which occur in this deficiency. 

EXPERIMENTAL 

Rats of a Wistar strain were placed on the experimental 
diets when from 21 to 32 days of age. The composition of 
these diets is given in table 1. Since Hall and Sydenstricker 
(’47) have pointed out that 9% casein diets such as diets 25 
and 36 are suboptimal with respect to histidine, lysine, valine, 
threonine and tryptophane, groups of rats were placed on 
diets to which adequate amounts of these amino acids had been 
added (diets 38 and 39). The animals which received the diet 
containing 9% of casein (diet 25) were also compared with 
groups which received diets containing 10 and 11% casein 
(diets 22 and 23) and the control animals (those receiving 
diets 36 and 38) were compared with a group which received 
a 20% casein diet (diet 31). Where possible, littermates were 
divided between the various diets. 
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As a further control, dl methionine was fed to 3 rats having- 
corneal vascularization in order to induce a regression of the 
corneal vascularization. 

Also included in table 1 are figures showing the incidence of 
corneal vascularization in the groups of rats in the various 
diets as well as the changes in weight which occurred during 
the first 7 weeks on the diet. It is to be noted, however, that in 


TABLE 1 

Composition of diets, with the associated incidence of corneal 
vascularization and rates of growth * 


DIET NO. 

25 

22 

23 

36 

38 , 39 

31 

Casein 2 

9.0 

10.0 

(tin per 

11.0 

100 gut 

9.0 

of diet 

9.0 9.0 

20.0 

dl Methionine 




0.5 

0.4 


Amino acid mixture " 
Sucrose 

81.8 

80.8 

79.8 

81.3 

1.57 1.57 

79 .S3 80.23 

70.8 

No. of rats on diet 

42 

6 

10 

10 

8 9 

10 

Ho. showing corneal 
vascularization 

21 

5 

o 

0 

0 8 

0 

Growth, gm per day 

0.5 

0.2 

0.0 

0.9 

3.1 0.7 

3.0 

*A]1 the above diets 

contained 

in 

each 100 gm 

: salt 

mixture 4 gm, cod 

liver 


oil 2 gm, cottonseed oil 3 gm, choline chloride 0.2 gm, calcium pantothenate 2,0 mg, 
pyridoxine hydrochloride 0.4 mg, thiamine hydrochloride 0.4 mg, riboflavin 1.6 mg. 
The salt mixture was the same as that used by MeKibben, Madden, Black and 
Elvehjem ( J 39). 

2 Vitamin test casein, General Biochemicals, Inc. 

3 Amino acids added were 0.25% of 1 (-) histidine hydrochloride, 0.52% of 
1 (-) lysine hydrochloride, 0.30% of dl valine, 0.40% of dl threonine and 0.40% 
of dl tryptophane. 

the groups of rats on the deficient diets, many died during 
this period. A description of the methods used in caring for 
the animals, techniques used in biomicroscopic examination of 
the rats’ eyes, and of the method nsed in making injected 
corneal preparations is given in an earlier paper (Bowles, 
Allen, Sydenstricker, Hock and Hall, ’46). 

For morphologic studies, eyes showing changes typical of 
methionine deficiency were selected with the nse of the bio- 
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microscope. After the animals were killed, the eyes were 
fixed in 1 : 10 formalin for 24 hours, following which the lenses 
were removed through incisions in the posterior portion of 
the eyes to facilitate sectioning. No histological changes in 
the lens had been observed to occur as a result of the methi- 
onine deficiency. The tissue next was placed successively in 
80%, 95% and absolute ethyl alcohol for periods of 1 hour 
each, after which it was cleared in Cedar oil for a minimum of 
48 hours, or until such time as the procedure was to be com- 
pleted. After immersion in paraffin for 12 hours at 55° C., the 
tissues were blocked and serial sections 7 microns thick were 
cut from a representative area of the cornea. The sections 
were stained with the Harris hematoxylin stain followed by 
an eosin counterstain. 

Flat preparations also were made from quadrants of corneas 
of methionine-deficient rats using the method of Buschke, 
Friedenwald and Fleischmann (’43). One such preparation 
was made from a cornea the capillaries of which had been 
injected with India ink in the manner described by Bowles, 
Allen, Sydenstricker, Hock and Hall (’46). All flat prepara- 
tions were stained with Harris hematoxylin stain followed 
by an eosin eounterstain. 

The histological studies reported here were all made on 
corneas from methionine-deficient rats which had been fed 
diet 39, although no differences were observed between the 
histological changes resulting from consumption of this diet 
and the other methionine-deficient diets. Four of the rats had 
been on the diet for about 4 months. The other 5 on this diet 
died after intervals varying from 5 weeks to 4 months. 

The normal variations in the histology of the cornea in 
this strain of rats had been determined by the study of a 
number of normal-appearing corneas from control and stock 
rats. 

As in previous studies our use of the term “corneal 
vascularization” is confined to the situation where there is 
an actual invasion of the cornea by capillaries. In another 
paper we have described the normal variation in vascularity 
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at the limbus in the rat (Bowles, Allen, Svdenstricker, Hock 
and Hall, ’46). 

RESULTS AND DISCUSSION 

Gross examination of the corneas of the methionine-deficient 
rats revealed no observable changes other than a transient, 
diffuse haziness of the cornea. This corresponded to a mode- 
rate degree of opacity which was observed with the biomicro- 
scope preceding the invasion of the cornea by capillaries. In 
general, the capillary invasion and the regression of the 
corneal vascularization when the rats were changed to the 
control diet, as observed with the biomicroscope, were similar 
to what had been described as occurring in protein depriva- 
tion (Hall, Sydenstricker, Hock and Bowles, ’46). The prin- 
cipal deviation was that the vessels were usually much smaller 
and often less numerous than the corneal vessels observed in 
the protein-deficient rats although eventually, in some of the 
rats, the vessels attained a comparable size. In many rats 
which had been on the methionine-deficient diet for a month 
or more, the vessels were very small, and barely visible with 
the biomicroscope. Frequently they were only partially filled 
or bloodless. This might be due to a reduction in blood 
volume similar to that observed by Metcoff, Favour and 
Stare ( ’45) and by Benditt, Straube and Humphrey ( ’46) in 
rats fed diets very low in protein, or it might possibly be due 
to spontaneous regression of the vascularization. Glynn, 
Himsworth and Neuberger (’45) observed hypoproteinemia 
in their rats deficient in the sulfur-containing amino acids 
which it is presumed might result in a reduced blood volume. 
Except for the haziness of the cornea just preceding the forma- 
tion of the capillaries, the corneas usually appeared to be 
clear and transparent. 

Photophobia was commonly observed in the experimental 
animals showing corneal changes, as has been noted in other 
nutritional deficiencies affecting the cornea. 

Figures 1 through 4 are pictures of injected rat corneas 
with different degrees of vascularization. The size of the 
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vessels seen in figure 5 is characteristic of a large proportion 
of the corneal vascularization seen in hiomicroscopic examina- 
tion of methionine-deficient rats. The general pattern of 
vascularization in the corneas of the methionine-deficient rats 
seemed to be very similar to that observed to result from 
protein deprivation (Hall, Sydenstricker, Hock and Bowles, 
’46) though the capillaries were usually much smaller. The 
peculiar pattern of vascularization shown in the cornea in 
figure 6 is exceptional. Since this pattern of vascularization 
was observed in only one eye of one of the methionine-deficient 
rats, it is quite possible that it may have been due to trauma 
of some sort, although no evidence of trauma was seen during 
weekly hiomicroscopic examinations or in the injected 
preparation. Figure 4 is a picture of the cornea of the other 
eye of this rat. 

It will be noted in examining the pictures of the injected 
corneas that a number of vessels may be seen which are un- 
filled or are poorly filled with the injection fluid. In most 
cases these vessels, as well as some which did fill with the 
injection fluid, were those frequently observed to be blood- 
less on hiomicroscopic examination when the deficiency had 
reached an advanced stage. The distal ends of many of the 
capillaries seen in the pictures were probably in many in- 
stances, at least for a short distance, newly formed capillaries, 
as yet nonfunctional. Figure 3 shows not only vessels which 
were not filled with the injection fluid when the injection was 
made, but also shows the beading such as was observed during 
the process of regression of vascularization in protein-de- 
ficient rats when these rats were returned to an adequate diet 
(Hall, Sydenstricker, Hock and Bowles, ’46). This rat had 
been continuously on the deficient diet from the beginning of 
the experiment until the time when the injection preparation 
was made. It is possible that this represents a partial spon- 
taneous regression of the vascularization. The 9% casein diets 
which we used contained 0.22 to 0.30% of methionine as 
compared to the rat’s requirement of 0.6% in the diet (Hall 
and Sydenstricker, ’47). 
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The plexus of very fine -vessels such as may be seen in the 
middle of the picture in figure 4 is such as is frequently ob- 
served in corneal vascularization resulting from amino acid 
deficiencies. 

On examining- the histological sections of the cornea, the 
most constant finding was edema of the epithelium and sub- 
stantia propria. In the epithelium the edema was both intra- 
cellular (fig. 7) and intercellular (fig. 8). 

Karyorrhexis, or swelling of the cells with granular dis- 
integration of the nuclear chromatin, was present and almost 
always in the outer 3 cell layers of the corneal epithelium. 

Bowman’s membrane was rarely affected and when it was, 
it was usually slightly displaced in a wavy fashion (fig. 7). 

Vascularization was most frequently characterized by sub- 
epithelial capillaries (fig. 9) and the more marked the 
vascularity, the deeper the vessels were found in the stroma. 
Usually the vessels were seen at approximately the position 
observed with the biomicroscope. In flat preparations un- 
canalized vessels were seen and these undoubtedly were the 
same structures which, when seen with the biomicroscope, were 
described as fine, white lines (fig. 11). 

The vascularization in the cornea which we observed in 
methionine deficiency was similar to that described by Maun, 
Oahill and Davis (’46a, ’46b) for leucine and histidine de- 
ficiencies, though the detailed cellular changes do not coin- 
cide. However, it must be pointed out that our study was 
made with rats which had been for a much longer period on 
a diet less drastically deficient than those used by Maun, 
Cahill and Davis. 

After methionine-deficient rats had been returned to the 
control diet and vessels were no longer visible on biomicro- 
scopic examination, small bloodless vessels still could be found 
in histological sections. 

The term “corneal corpuscle” is generally used to refer to 
the normal cell elements of the substantia propria, of which 
there are 2 forms: (1) fixed supporting cells, and (2) wander- 
ing phagocytes. Our observations indicate that under certain 
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conditions a third form may arise, this form being by function 
a primitive endothelial cell, as is indicated by the following 
observations. On examination of the area of formation of the 
new capillary, increased numbers of cells were always ob- 
served distal to the end of the new capillary. These cells were 
similar to the normal corneal corpuscle of the phagocytic type, 
but varied somewhat in size and shape. There were present 
all gradations from the usual corneal corpuscle to a cell type 
which was larger and longer. This latter type appeared 
identical with the endothelial cells seen in the capillary walls. 
As seen in serial sections, these cells were irregularly ar- 
ranged and were seen at various depths. However, in flat 
corneal preparations, the integration of these cells could be 
followed from an irregular arrangement to their final organi- 
zation into a functional capillary. This integration may be 
seen in figures 10, 11 and 12. Figure 10 is from a photo- 
micrograph of a flat preparation of a cornea, the capillaries 
of which had been injected with India ink. The area shown 
in the picture includes the branched end of a capillary at the 
farthest point reached by the injection fluid. As may be ob- 
served in this picture, when the side walls of the capillary 
are in focus, they may be seen as orderly lines of cells. On 
following the capillary towards the distal end, a point is 
reached where it becomes bloodless and the lines of cells 
forming the walls are less orderly in arrangement, as may 
be seen in figure 11. The 2 lines of cells forming the walls 
may diverge slightly, and from this point the cells are spaced 
farther apart and become progressively more irregular in 
arrangement, until only scattered cells may be observed, as 
in figure 12. Study of the section from which figure 12 -was 
made showed all gradations in size and shape from typical 
phagocytic type corneal corpuscles to the formed endo- 
thelial cells, as previously described. 

That endothelial cells may be derived, from corneal cor- 
puscles may be supported on an embryological basis. It is 
generally accepted that in the embryo amoeboid mesenchymal 
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cells move in between the optic cup and the epidermis to 
form, through differentiation, the substantia propria, which 
further differentiates to form Bowman’s and Descemet’s 
membranes. The corneal corpuscles of the substantia propria 
are apparently these primitive mesenchymal cells, some of 
which are differentiated to form the supporting cells, and 
some of which are histiocytes which retain their primitive 
amoeboid nature. These histiocytes may function as phago- 
cytes, or may further differentiate into endothelial cells when 
capillaries are needed. In this instance, it is suggested that 
with methionine deficiency, the nourishment of the avascular 
corneal tissue becomes inadequate and an attempt is made 
by the tissue to compensate for the inadequacy by the develop- 
ment of capillaries to bring additional nourishment. 

Of the 9 rats from 4 litters on diet 39, 1 died before corneal 
vascularization appeared. The remaining 8 all developed 
definite and extensive corneal vascularization in from 6 to 
102 days (mean, 35 days). This diet (diet 39), where the 
nutritional deficiency was more specific, resulted in a rather 
prompt production of extensive corneal vascularization in 
8 out of 9 rats while the other methionine-deficient diets, 
where the deficiency was less specific, resulted in corneal 
vascularization in only about half of the rats. The corneal 
changes resulting with these diets were frequently less ex- 
treme and more variable in time of appearance. However, 
there were no qualitative differences in the corneal changes 
produced in the various methionine-deficient diets. It is of 
interest that complete starvation does not produce corneal 
vascularization (Bessey and Wolbach, ’39) although elimina- 
tion of all protein from an otherwise adequate diet results in 
prompt and extensive corneal vascularization (Hall, Syden- 
stricker, Hock and Bowles, ’46). 

As in rats deprived of protein (Sydenstricker, Hall, Hock 
and Pund, ’46), the repeated administration of large doses 
of riboflavin had no observable effect on the corneal vasculari- 
zation resulting from methionine deficiency. 
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The growth of the rats on the various methionine-deficient 
diets used seemed to depend more on the age at which the 
rats were started rather than on the identity of the diet. 

None of the control rats showed any significant corneal 

changes. 

SUMMARY 

The development of corneal vascularization in rats fed a 
diet deficient in the sulfur-containing amino acids was fol- 
lowed with the biomieroscope. Histologic studies confirmed 
these observations. Vascularization was noted first in the 
subepithelial tissue, and when pronounced, vessels appeared 
in the deeper portions. Non-eanalized capillaries were ob- 
served. A difference in the cellular components of the sub- 
stantia propria was noted and the significance of the 
endothelial-like cells as to their relation with newly formed 
capillaries is discussed. 

Degenerative changes of the epithelial cells of the cornea 
are described. 

No histologic changes in the lenses were seen. 
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PLATE 1 

EXPLANATION OF FIGURES 

(All 15 X reduced approximately one-third) 

1 through 5 Oblique views of corneas of methionine-deficient rats, which have 
been injected with India ink. These rats had been on a methionine-deficient diet 
for 116, 116, 200, 40 and 160 days, respectively, when the injection preparation was 
made, although corneal vascularization had been observed with the biomicroscope in 
these rats after 39, 99, 180, 29 and 98 days on the deficient diets. 

6 Anterior view of the injected cornea from the other eye of the rat, the 
cornea from which is shown in figure 4. 
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PLATE 2 

EXPLANATION OF FIGURES 

7 through 9 Sections of corneas of methionine-deficient rats. Figure 7 shows 
intracellular edema of the epithelial cells and wavy displacement of Bowman ? s 
membrane. Figure 8 shows early intercellular edema of the epithelial cells. Fig- 
ure 9 shows focal areas of karyorrhexis of the nuclear chromatin of the outer 
layers of cells, pyknosis of the nuclei of the inner layers of cells, and a large 
subepitlielial capillary. (Figure 7, ■ 600 X ; figs. 8 and 9, 1400 X. All reduced 
approximately one-third) . 

Lb 11 and 12 Flat preparations of corneas showing capillary formation. (Fig- 
ure 10. 430 X ; figs. 11 and 12, 700 X. All reduced approximately one-third). 
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AND CERTAIN BLOOD CONSTITUENTS AFTER 
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ONE FIGURE 

(Received for publication October 19, 1946) 

In previous studies (Haldi and Wynn, ’46a, b) it was found 
that work performance in severe exercise of short duration 
was not affected by either the amount or kind of food ingested 
several hours before exercise. Hypoglycemia with a concomi- 
tant diminution in the capacity for work, believed by some to 
be the resultant of a high carbohydrate intake (Wilder, ’43 ; 
Thorne, Quinby and Clinton, ’43) was not observed in any 
of our subjects after a meal rich in carbohydrate. The limiting- 
factor of endurance for brief exhausting work, however, may 
not be the same as for heavy work that can be carried on for 
a longer time before exhaustion. This consideration sug- 
gested the advisability of the present study ' on work per- 
formance after different types of meals with the work load 
so adjusted that exercise could be continued for a much longer 
time than in our previous experiments. 

The subjects were 3 adult males, 2 adolescent males, and 1 
adult female, ranging in age from 14 to 37 years and in weight 
from 120 to 200 pounds. This purposeful diversification in the 

1 Preliminary report : Fed* Proc., ’46 ; 5: 39. 

2 Acknowledgment is made to the Sugar Research Foundation for a grant-in-aid 
for conducting this investigation. 
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choice of subjects was designed to determine whether there 
were any differences in response to the 2 types of meals that 
might be related to age or sex. All the subjects were in 
splendid physical condition and accustomed to 1 form or 
another of athletic activity. 

PROCEDURE 

For a period of about 3 weeks each subject was thoroughly 
trained in riding the Pronv-brake bicycle ergometer against a 
load of such magnitude that he was able to continue the 
exercise from 12 to 18 minutes before becoming completely 
exhausted. This load, which had been determined for each 
subject by a number of trials, was maintained constant 
throughout the experiments. In the training program the 
subjects while riding the bicycle were connected with the 
metabolism apparatus through the mouthpiece and nose clip. 
The apparatus used in these experiments has been described 
elsewhere (Bachmann and Haldi, ’37). At the conclusion 
of the training period the amount of work done was fairly 
constant from day to day. Blank experiments were then run 
to familiarize the subject with the entire procedure. 

In the earliest stages of this study we were concerned over 
establishing valid criteria of complete exhaustion. It was 
soon found, however, that with the whole-hearted cooperation 
given by the subjects this matter presented no serious diffi- 
culties. Each subject continued riding until he reached a point 
where it was impossible with maximum effort to push down 
the pedal on the bicycle. The speed of riding as shown by a 
speedometer remained constant throughout the experiment. 
As the rider neared exhaustion there was observed a profuse 
perspiration over the entire body and twitching of the muscles. 
On a number of occasions the subjects experienced severe 
cramps in the calves of the legs. 

On the day of the experiment the meal prepared in the 
University cafeteria by competent dietitians was served at 
noon. Each meal supplied approximately 1050 cal. Carbohy- 
drate, protein, and fat provided, respectively, 76, 13, and 11% 
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of the total calories in the high carbohydrate meal and 13, 
37, and 50%, respectively, in the low carbohydrate meal. All 
the experiments on 1 subject were completed before beginning 
with another. Two experiments were done each week, 1 on 
each of 2 different types of meals, and were so spaced as to 
leave several days intervening. On these intervening days the 
subject rode the bicycle ergometer against the customary 
load for 10 minutes in order to keep himself in training. There 
were 6 experiments on each subject with each kind of meal, 
making a total of 72 experiments. 

One and a half to 2 hours after the meal the subject re- 
ported to the laboratory and reclined on the metabolism couch 
for 30 minutes. He was then connected to the metabolism 
apparatus and the respiratory exchange determined for 2 
10-minute periods. At the conclusion of these base-line 
periods blood samples were drawn by finger puncture for 
sugar determinations on all the subjects and also for lactic 
acid analyses on 4 of them. The subject then mounted the 
bicycle ergometer, adjusted the mouthpiece so as to expire 
into the spirometer and at a given signal started pedalling 
at the rate of 56 revolutions per minute. He continued at this 
rate until exhausted, whereupon he rolled off the bicycle 
onto the adjacent couch without being disconnected from the 
metabolism circuit. Readings on the counter of the ergometer 
were taken after 10 minutes riding and again at the conclu- 
sion of the exercise. The subject rested for 10 minutes in the 
recumbent position and then mounted the bicycle for the 
second time and rode again until exhausted. At the end of this 
second exercise period he reclined on the couch while deter- 
mination of the respiratory exchange was continued for 3 
10-minute recovery periods. Blood samples were drawn im- 
mediately after the 2 exercise periods and again at the end 
of 30 minutes of recovery. Analysis for blood sugar was 
made by the Hagedorn- Jensen procedure (Peters and Yan 
Slyke, ’32) and for lactic acid by the Barker-Summerson 
method (’41). 
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RESULTS 
Work output 

The amount of work done varied from 1 subject to another 
but within a relatively narrow range for 4 of them: W.W., 
C.D., J. L., and J.S. The 1 female subject accomplished only 
about 65% as much work as these 4 whereas 1 adolescent male 
did 20% more work than the other 4 males. These latter re- 
sults are of interest for here we have a youth 14 years old 
with a much greater capacity for work than was manifested 

TABLE 1 

Work output and per cent recovery. 1 

HIGH CARBOHYDRATE MEAL LOW CARBOHYDRATE MEAL 

Subject Work done Recovery j Work done Recovery 

First Second First Second 

period period period period 



kg m 

kg rn 

% 

kg m 

kg m 

% 

w.w. 

13,993 

6,933 

49.5 

13,456 

6,856 

51.0 

J.L. 

14,435 

8,076 

56.0 

13,666 

6,713 

48.9 

CJX 

13,643 

7,096 

52.0 

1 13,324 

7,802 

58.6 

J.H. 

16,819 

9,590 

56.9 

16,374 

9,311 

56.9 

J.S. 

13,830 

7,054 

50.9 

j 13,397 

6,583 

48.9 

E.H. 

9,128 

4,892 

53.6 

9,082 

5,334 

57.6 

Average 

13,641 

7,273 

53.2 

13,216 

7,100 

53.7 


1 Each figure in the table is an average of 6 experiments except the final aver- 
ages which are derived from 36 experiments. 

by a robust adult (J.L.) who had engaged in professional 
football only a short time previous. The other adolescent (J.S.) 
who weighed only 130 lbs. and the adult (C.D.) weighing 120 
lbs. were able to do almost as much work as the heavier foot- 
ball player. Obviously muscle mass was not the sole factor 
determining work output. 

Inspection of the data in table 1 shows a uniformity of 
results with all the subjects on the 2 types of meals. The 
average amount of work done in the first exercise period and 
in the first and second periods combined was approximately 
3% more after the high than after the low carbohydrate meal. 
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This difference, however, was not statistically significant. 
There was likewise no significant difference in the percentage 
recovery after the 2 meals. The percentage recovery was 
determined by multiplying the work done in the second period 
by 100 and dividing the product by the work done in the first 
period. 

The double work period was the method of choice not only 
because it provides more information than the single work 
period, but also because it is held by some investigators 
(Foltz, Ivy and Barborka, ’42) that the percentage recovery is 
less variable in untrained individuals and consequently more 
advantageous for the study of fatigue than a single work 
period. With our subjects, however, it was found that the 
average of the coefficients of variation for the work done dur- 
ing the first exercise period was 6.0 as compared with a co- 
efficient of 13.7 for the percentage recovery. By this criterion 
the work done in the single period was 44% as variable as 
the percentage recovery. 

The differences in our results as compared with those of 
Foltz and others (’42) were not due to an unusually high 
coefficient in the percentage recovery which was 13.7 in our 
subjects as compared with their coefficient of 11.4 but to our 
low coefficient of 6.0 in the work output of the first period 
as against their coefficient of 13.2. While the double work 
period has the advantage of supplying more information than 
the single work period, our results indicate that generalization 
on the relative value of the two methods in the study of fatigue 
should be withheld pending further investigation. It may 
be that the explanation of the difference between our results 
and those of Foltz and his associates lies in the fact that our 
subjects -were all of the athletic type and customarily took 
part in some form of athletic activity. Apparently they reached 
the peak of training in a very short time. Consideration 
should also be given to the possibility that the factors respon- 
sible for recovery from fatigue may not be identical with 
those that determine the onset of fatigue. 
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Muscular efficiency 

The net muscular efficiency was calculated by dividing the 
heat equivalent of the work by the difference in the amount 
of heat produced during exercise and the amount produced 
during the same length of time in the resting state before 
exercise. Heat production was determined from the respira- 
tory exchange. As shown in table 2, the net muscular efficiency 
was the same after both types of meals. These results are in 


TABLE 2 

Net muscular efficiency. 1 


SUBJECT 

HIGH CARBOHYDRATE MEAL i 

PERIODS 

LOW CARBOHYDRATE MEAL 

PERIODS 


First exercise 

in wit Remainder 

10 mm. 

Second 
exercise j 

: 

First exercise 

in wit Remainder 

10 mm. 

Second 

exercise 


% 


% ! 

% 

c£ . 

% 

W.W, 

25.7 

22,7 

25.4 

24.6 

22.6 

25.7 

J.L. 

23.2 

19.2 

21.9 

22.2 

19.6 

22.2 

C.D. 

22.3 

20.3 

22.5 

22.3 

20.2 

22.6 

J.H. 

21.3 

20.0 

20.8 

21.1 

19.7 

20.8 

J.S. 

23.9 

22.9 

23.6 

23.8 

21.3 

23.3 

E.H. 

23.2 

21.6 

23.6 

21.0 

20.5 

21.5 

Average 

23,3 

21.1 

23.0 

22.5 

20.7 

22.7 


1 Each figure in the table is an average of 6 experiments except the final aver- 
ages which are derived from 36 experiments. 


agreement with those that have been reported previously 
(Haldi, Bachmann, Ensor and Wynn, ’38). During the latter 
part of the first exercise period in the experiments with both 
the high and the low carbohydrate meals it was approximately 
2% lower than in the first 10 minutes of exercise. This dif- 
ference between muscular efficiency in the earlier and later 
stages of the first exercise period was statistically significant 
from which it may be concluded that fatigue is associated with 
a lowering of muscular efficiency. In the second period, after 
a short rest, the muscular efficiency was the same as in the 
first 10 minutes of exercise. 
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Blood .sugar 

In the resting- state immediately before exercise the blood 
sugar level was appreciably higher after the high carbo- 
hydrate than after the low carbohydrate meal (table 3). At the 
conclusion of both the first and second exercise periods the 
blood sugar had dropped from 145 to 106 mg % in the ex- 
periments on the meal rich in carbohydrate, whereas it 
remained at practically the resting level in those with the low 
carbohydrate meal. At the end of the recovery periods the 
blood sugar concentration was the same ; in both sets of ex- 
periments. 

TABLE 3 

Blood sugar concentration} 


HIGH CARBOHYDRATE MEAL j LOW CARBOHYDRATE MEAL 


Subject 

Rest- 

ing 

End of 
first 
exercise 
period 

End of 
second 
exercise 
period 

End of 
recovery- 
period 

Rest- 
i ing 

End of 
first 
exercise 
period 

End of 
second 
■"•exercise 
period 

End of 
recovery 
period 


mg % 

mg % 

mg % 

mg % 

rng % 

m.g % 

mg f r 

Wff <#■ 

W.W. 

128 

91 

97 

121 

114 

103 

100 

118 

tT.L, 

166 

116 

120 

119 

128 

137 

135 

125 

O.D. 

132 

100 

104 

113 

119 

119 

112 

IIP 

J.H. 

130 

107 

108 

126 

i 123 

112 

112 

118 

J.S. 

168 

112 

111 

148 

152 

130 

126 

134 

E.H. 

138 

112 

102 

109 

116 

319 

118 

113 

Average 

145 

106 

107 

123 1 

125 

120 

118 

122 


^aeh figure in the table is an average of 6 experiments except the final aver- 
ages which are derived from 36 experiments. 

These data may be taken to indicate that more energy was 
supplied by glucose after the large than after the smaller 
intake of carbohydrate. In the experiments with the high 
carbohydrate intake the rate of glvcogenolysis during exercise 
apparently did not keep pace with the rate of glucose utiliza- 
tion resulting in a drop in blood sugar from 145 to 106 mg % . 
Glvcogenolysis during recovery appears to have proceeded 
faster than glucose utilization thereby raising the blood 
sugar level to 123 mg %. After the meal of a smaller carbo- 
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hydrate content glycogenolvsis and glucose utilization were 
apparently in equilibrium. 

Blood lactic acid 

The lactic acid concentrations of the blood drawn at the 
end of the rest period immediately before exercise were 
15.9 ± 5.1 and 10.0 ± 3.6 mg %, respectively, in the experi- 
ments on the high and low carbohydrate meals. The differ- 
ence of 5.9 mg % must be regarded as statistically significant 
since it was 4 times the critical ratio. Immediately after the 
first and second exercise periods the blood lactic acid level 
was appreciably above the base line and practically the same 
in the 2 sets of experiments namely, 48.0 and 44.8 as compared 
with 46.5 and 41.4 mg %. At the conclusion of the experiment 
it had returned to 4 and 6 mg %, respectively, above the base 
level in the 2 groups of experiments. 

The initial higher percentage of blood lactic acid after the 
meal rich in carbohydrate is believed to be due to the avail- 
ability of a greater amount of glucose and fructose to the 
organism than after the low carbohydrate meal. It has been 
shown that the ingestion of both glucose and fructose lead 
to an increase in blood lactic acid concentration (Baehmann 
and Haldi, ’37 ; Edwards, Benslev, Dill and Carpenter, ’44) . 

Respiratory quotient 

After the low carbohydrate meal the average respiratory 
quotient in the resting state was 0.79 (fig. 1). During the first 
10 minutes of the first exercise period it rose to 0.97 and 
went slightly higher during the last few minutes of exercise. 
In the second exercise period the quotient was somewhat 
lower, at 0.91. These results are taken to indicate that the 
major portion of the energy of exercise was derived from 
carbohydrate but to a lesser degree in the second than in the 
first period. This may reasonably be assumed to be due to a 
reduction of the carbohydrate reserves in the first exercise 
period. 
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After the meal rich in carbohydrate the base line of the 
respiratory quotient was considerably higher than after the 
low carbohydrate meal. During the exercise and recovery 
periods the quotient was also at a higher level than in the 
experiments with the low carbohydrate meal. In the first 
exercise period it rose slightly above unity. Quotients of this 
magnitude during exercise have been reported by other in- 
vestigators (Carpenter and Fox, ’31). In the second 10-minute 



Pig. 1 The respiratory quotient during rest, exercise, and recovery after a 
high and a low carbohydrate meal. The 2 exercise periods in the graph are 
approximate averages of the length of time the subjects were able to ride the 
bicycle until exhausted. 

period after the final exercise period the quotient descended 
rapidly to a level slightly below the base line and remained 
at this level during the last 10-minute period of the experi- 
ment. A similar drop in the quotient occurred in the experi- 
ments with a low carbohydrate meal. 

From these observations and those on blood sugar it may 
be concluded that as a result of a larger intake of earbo- 
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hydrate there was more energy supplied by this food material 
both at rest and during exercise. 

In both sets of experiments there was a marked rise in the 
respiratory quotient immediately after exercise which in some 
instances exceeded unity. This phenomenon has been ob- 
served in previous experiments of a similar nature in our 
laboratories (Haldi andBaehmann, ’37). Analysis of the data 
of the former experiments led the authors to suggest that the 
high quotients might have been due to an acceleration of the 
transformation of glucose into fat by exercise which per- 
sisted a few minutes after exercise. This explanation, how- 
ever, we wish to regard as only tentative until various etiolog- 
ical possibilities can be explored by further experimentation. 

General observations 

The relative work output, percentage recovery, blood sugar 
and muscular efficiency, after the 2 types of meals, as shown 
in tables 1-3, were the same regardless of age or sex. 

DISCUSSION 

In the treatment of the clinical syndrome of functional 
hypoglycemia a reduction in the carbohydrate intake has been 
found in a number of instances to give good results (Conn, 
’40). It is probably on the basis of such observations that 
some have been led to believe that relatively high carbohy- 
drate meals predispose normal individuals to hypoglycemia 
with a concomitant feeling of weakness and a diminution in the 
capacity for work. The present experiments on normal 
healthy adolescents and adults do not support this point of 
view. Several hours after the ingestion of a high carbohy- 
drate meal there was no evidence of hypoglycemia either be- 
fore or immediately after severe exhausting exercise. Work 
output, percentage recovery, and muscular efficiency were not 
diminished by the relatively large carbohydrate intake. These 
observations afford confirmatory evidence for the conclusion 
drawn from previous studies (Haldi and Wynn, ’46a) that 
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the hypoglycemic syndrome of functional origin is a patho- 
logical condition and not a normal physiological response to an 
antecedent high carbohydrate intake. 

We are unable, at present, to account for the apparent dis- 
crepancy between our observations and those of D’Angelo 
( ’46) who found that the ingestion of 70 or 150 gm of dextrose 
induced the development of “hypoglycemic” reactions in 5 out 
of 6 subjects approximately 50% of the total number of times 
tested. These reactions usually occurred 3 to 5 hours after 
ingestion of the sugar with approximately equal frequency at 
either ground level or altitude. “The seizures were char- 
acterized by subjective sensations of nervousness, impending 
danger, paresthesia, weakness and hunger, and objective man- 
ifestations of pallor, sweating, tremulousness, coldness of the 
extremities a»nd a tendency in some toward a drop in oral 
temperature.” It is of interest to note, however, that in most 
instances the blood sugar level was within the normal range at 
the time of the so-called hypoglycemic reaction. 

None of our subjects manifested any of these symptoms. 
They all reported that they could observe no difference on the 
2 types* of meals in their subjective state or in their general 
physical condition at any time during the experiments. At the 
conclusion of each experiment they experienced a sense of 
weakness in the legs and knees but this soon wore off so that 
they were able to proceed in their usual activities without 
discomfort. One of them (J.H.) invariably went from the 
laboratory to the gymnasium where he engaged in an hour’s 
practice in basket ball. 

CONCLUSIONS 

Work output, muscular efficiency', and percentage recovery 
(measured by a comparison of the work performance in the 
first and second exercise periods) were not diminished by a 
high carbohydrate intake 2 to 3 hours before exercise. 

After the meal rich in carbohydrate the blood sugar level 
immediately before exercise was higher than at the corre- 
sponding time after the low carbohydrate meal. 
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The data on the blood sugar levels and the respiratory 
quotient are interpreted as indicating that a greater portion 
of the energy of exercise was derived from carbohydrate in the 
experiments with a high carbohydrate meal than after the 
low eai'bohydrate intake. 

There were no age or sex differences in the comparative 
work performance on the 2 types of meals. 

At no time throughout the experiments was there any 
evidence of the so-called hypoglycemic reaction to the high 
carbohydrate meal. 

The data of these experiments are offered as confirmatory 
evidence for the conclusion drawn from other observations 
that a hypoglycemic reaction is not the usual physiological 
response to a high carbohydrate meal. 
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There is a great demand for cereal products by much of 
the world’s population. A large proportion of the food 
calories of many people is contributed by bread and cereals. 
Stiebling, Monroe, Coons, Phipard and Clark (’41) found 
that grain products furnished 25% of the total calories in the 
diets of farm families in the northern and western parts of 
the United States and 38% in the southeastern part. Data 
collected from government publications by Cummings (’40) 
showed that bread, flour and cereals provided 19% of the 
calories in the diets of families of professional men, 27% in 
well-to-do farm families and 54% in poor farm families in 
the southern states. Holman (’46) summarized the situation 
by stating that the proportion of cereals, in diets commonly 
used, varies from less than 30% of the total in the British 
and North American diets to 80-90% in the oriental diets. 

In recent years, investigations regarding flour and bread 
have been stimulated by the demand for improvement in the 
nutritive value of these products. Bread and cereals are 
important sources of carbohydrates and protein. The proper 

1 Contribution no. 134 of the Department of Home Economics, Kansas Agri- 
cultural Experiment Station, Manhattan. 
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oxidation of the carbohydrates in animal metabolism is de- 
pendent upon the presence of a definite quantity of the 
B-eomplex vitamins in the diet. Because of this fact it was 
considered advisable to continue the work on improving the 
nutritive value of flour by the addition of B-complex vitamins. 
The literature was reviewed in a previous paper by Wester- 
man and Bayfield (’45). The present paper presents further 
information regarding this problem. The agents which have 
been chosen for study are calcium pantothenate, pyridoxine, 
choline, and the addition of greater quantities of riboflavin 
and thiamine. At a time when good food sources of the 
B-complex vitamins such as meat and milk are apt to be low 
or lacking in the diets of many people, it seems logical that 
the addition of synthetic vitamins to flour may be a method 
of taking care of this deficiency. 

EXPERIMENTAL PROCEDURE AND RESULTS 

The experimental procedure followed that described in the 
paper by Westerman and Bayfield (’45). Young albino rats 
weighing between 40-50 gm were used in the 4 experiments 
reported here. Table 1 gives the detailed composition of 
the diets. 

First experiment : flour and wheat as 50% of the diet 

In the first experiment the flour and wheat were fed at a 
level of 50% in the diet and replaced an equivalent amount of 
sucrose. The 50% level was chosen because before the war 
people in many European countries and certain low income 
groups in the United States consumed diets containing that 
much or more of cereal foods. The flour was milled from the 
same lot of wheat that was used in the test. Thiamine, ribo- 
flavin and calcium pantothenate assays on the wheat showed 
4.1, 1.1 and 7.7 pg per gm, respectively. The pyridoxine con- 
tent was not determined but Swaminathan (’40) reported 
7 pg pyridoxine per gm in wheat and Tepley, Strong and 
Elvehjem (’42) reported a 50% loss in the milling process. 
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The rats ate on the average 6 gm of food daily. Since the 
diet was 50% wheat or flour they consumed approximately 
3 gm of these each day. Therefore, the wheat in the diet 
supplied 12.3 gg of thiamine, 3.2 gg of riboflavin, 23.1 gg 
calcium pantothenate, and perhaps 21 gg - of pyridoxine daily. 
The flour assayed 4.7, 3.1 and 2.6 gg for thiamine, riboflavin 
and calcium pantothenate, respectively, and supplied the ani- 
mals with 14.1 gg thiamine, 9.4 gg riboflavin, 7.7 gg calcium 
pantothenate and perhaps 10.5 gg pyridoxine daily. Diets IV 
and V had 10.3 gg of calcium pantothenate added per gm of 
flour thereby bringing the total daily intake of calcium panto- 
thenate up to 38.6 gg. Diet V had 3.5 gg of pyridoxine per 
gm added to the flour making the probable daily intake of 
pyridoxine 21 gg. 

After the animals were placed on the test materials, they 
were weighed every 6 days. The growth test was conducted 
over a period of 72 days. The average weight gains of each 
group are shown in figure 1. 

Those animals on the B-complex free diet lost weight 
rapidly and died in about 18 days. Those on ground whole 
wheat gained on the average 27 gm during the 72-dav test, 
while those on enriched flour gained an average of 30 gm. The 
animals on enriched flour to which calcium pantothenate was 
added made an average gain of 44 gm during the test while 
those with both calcium pantothenate and pyridoxine added 
showed an average gain of 101 gm. The animals on the stock 
diet made an average gain of 190 gm during the test. 

When 10.3 gg calcium pantothenate per gm were added to 
the enriched flour, the increase in growth was above that of 
the groups on enriched flour or whole wheat. This seems to 
indicate that more calcium pantothenate was needed for 
growth than that furnished by the enriched flour or the whole 
wheat. When both 10.3 gg calcium pantothenate and 3.5 gg 
pyridoxine per gm were added, much better growth was noted, 
apparently showing a need for both of these vitamins. How- 
ever, with the vitamins added at the levels indicated, growth 
was not as good as that of the animals on the stock diet. It 



TABLE 1 

Composition of the diets . 

The 'basal vitamin E-complex free diet consisted of .30% vitamin free casein , 
€0% sucrose , , 5 % mixture and $% cod liver oil . experiment I the 

flour and wheat were fed at a 50% level in the diet and replaced an equivalent 
amount of sucrose . In experiments II, III , and iT 40% of the diet was enriched 
flour with the B vitamins added to the flour as indicated below. 


.no. 

EXPERIMENT I 
Changes in'- 
diet 

EXPERIMENT 31 

Changes in 
diet 

EXPERIMENT III 
Changes in 
diet 

EXPERIMENT IV 

Changes in 
diet 

1 

Basal diet 

40% enriched 

40% enriched 

40% enriched 



flour 

flour 

flour 

11 

50% enriched 

Added pyri- 

Added pyri- 

Added riboflavin 


flour 

doxine (3.5 

doxine (3.5 

(1 Mg/gm) 



Mg/gm) 

Mg/gm) 


Til 

50% ground 

Added pyri- 

Added pyri- 

Added riboflavin 


whole wheat 

doxine (7 

doxine (7 

(1 Mg/gm) ; and 



Mg/gm) 

Mg/gm) 

thiamine (1 
Mg/gm) 

IT 

Enriched 

Added Ca 

Added Ca 

Added pyridoxine 


flour + Ca 

pantothenate 

pantothenate 

(14 Mg/gm) 


pantothen- 
ate (10.3 
Mg/gm) 

(10.3 Mg/gm) 

(10.3 Mg/gm) 


V 

Added Ca 

Added Ca 

Added Ca 

Added choline 


pantothen- 

pantothenate 

pantothenate 

(3 mg/gm) ; 


ate (10.3 

(20.5 Mg/gm) 

(20,5 Mg/gm) 

and pyridoxine 


Mg/gm) ; 
and pyri- 
doxine (3,5 
A*g/gm) 



(7 Mg/gm) 

VI 

Stock diet 

Added pyri- 

Added pyri- 

Added pyridoxine 



doxine (3.5 

doxine (3.5 

(14 Mg/gm) ; 



Mg/gm) ; and 

Mg/gm) ; 

and Ca panto- 



Ca panto- 

and Ca 

thenate (40 



thenate (10.3 

pantothenate 

Mg/gm) 



Mg/gm) 

(10.3 Mg/gm) 


VII 


Added pvri- 

Added pyri- 

Added Ca panto- 



doxine (7 

doxine (7 

thenate (40 



Mg/gm) ; and 

Mg/gm) ; and 

Mg/gm) 



Ca panto- 

Ca panto- 




thenate (20.5 

thenate (20,5 




Mg/; gm) 

Mg/gm) 


Till 


Stock diet 


Added choline 





(3 mg/gm) ; 
and Ca panto- 
thenate (20 
Mg/gm) 

IX 




Added pyridoxine 
(14 Mg/gm) ; 

Ca pantothenate 
(40 Mg/gm) ; 
and choline (3 
mg/gm) 
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appears that other factors are involved, perhaps a need for 
greater quantities of the B-complex vitamins already added 
or other members of the B-complex group. 

At the end of 72 days, the males and the females on the 
same diet were placed together for breeding purposes. The 
animals on the stock diet produced normal litters. Of those 
on the experimental diets, only the animals with calcium 
pantothenate and pyridoxine added to the flour produced any 
young. Only half of the females on this diet had young, and 
these died before maturity. 



Pig’. 1 Growth curves of animals in Experiment I. 
Pig. 2 Growth curves of animals in Experiment II. 


Second experiment: effect of increasing calcium 
pantothenate and pyridoxine, with flour as 
40% of the diet 

In an attempt to obtain better growth and reproduction 
in the animals, a second experiment was conducted to deter- 
mine the effect of increasing the quantities of calcium panto- 
thenate and pyridoxine. The amount of flour used in the diet 
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was 40# . This change was made because it was thought that 
the American people might consume cereals at a 40% level 
in the diet but it was doubtful that the 50% level would be 
reached by a large percentage of the population. The flour 
was a good grade of enriched flour purchased from the grocer. 
Analyses showed that it contained 5.8 gg per gm of thiamine, 
2.6 |jg per gm of riboflavin and 2.0 gg per gm of calcium 
pantothenate. 

There were 8 groups of animals. The composition of the 
diets is given in table 1. The test covered a 72-day period 
with the results as shown in figure 2. 

On the average, the animals did not gain as much as those 
in the previous test. with the same enriching materials. This 
may partially be explained by the change from 50 to 40% in 
the quantity of flour in the diet-. Since the flour carried the 
B-complex vitamins, the quantities of these were therefore 
decreased. 

The growth curves (fig. 2) show that the animals on the 
enriched flour, diet I, made the least gains. They gained 
13 gm during the 72-day test period. Those animals on diet VI 
with 3.5 gg pyridoxine and 10.3 gg calcium pantothenate per 
gm added to the enriched flour grew rather rapidly for the 
first 24 days of the test, then barely maintained their weight 
until the sixtieth day when they started to gain again, but 
their total gain was only 14 gm during the test. The animals 
on diets II, III, IV and V made approximately the same gains 
throughout the test. Those on diet II, with 3.5 gg additional 
pyridoxine per gm of flour, showed greater gains during the 
last 12 days on the test, but as 4 of these animals died, it may 
be that the stronger ones survived, thus accounting for the 
greater gain. The rats on diet VII, with 7 gg pyridoxine and 
20.5 gg calcium pantothenate added per gm of flour, showed 
better average gains throughout the test, with a total average 
gain of 27 gm. 

Increasing the amount of pyridoxine alone did not increase 
the growth rate. The animals on 3.5 gg pyridoxine made an 
average gain of 24 gm, while those on 7 gg pyridoxine per gm 
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made an average gain of 23 gm. Increasing the calcium panto- 
thenate did not increase growth. Animals on 10.8 pg per gm 
gained on the average 22 gm and those on 20.5 pg per gm 
gained 19 gm. When both the pyridoxin e and calcium panto- 
thenate were increased, there was an increase in weight of 
13 gm over the animals receiving 3.5 pg pyridoxine and 10.3 pg 
calcium pantothenate per gm of flour. 

The animals on this test were mated for breeding purposes, 
but no young were born. Then the females were placed with 
normal males but kept on the same experimental diets. Those 
on enriched flour alone did not reproduce, those with 3.5 pg 
pyridoxine per gm added to the flour produced litters, but 
all the young died or were eaten by the mother within 2 days 
after birth. The females receiving the 7 pg pyridoxine per 
gm of flour did not reproduce ; this observation was unexpected 
and is unexplainable. The females on the diet with flour plus 
calcium pantothenate alone did not produce young while those 
with flour plus both pyridoxine and calcium pantothenate 
produced young ; however, all the young died within 7 days. 

Third experiment: repetition of second experiment 
with longer feeding period 

In the third experiment (fig. 3), 8 animals were used in 
each series and the diets contained 40% enriched flour in 
which the added vitamins were incorporated. This test was a 
partial repetition of the second experiment, but was continued 
for 90 days. On the average, the animals on this test made 
better gains than in the previous test. The greatest gains 
(average 73 gm) were made by the animals on diet VII, which 
had 7 pg pyridoxine and 20.5 pg calcium pantothenate per 
gm added to the flour. These were followed by the animals on 
diet VI, with 3.5 pg pyridoxine and 10.3 pg- calcium pantothe- 
nate per gm, and also those on diet III, with 7 pg of added pyri- 
doxine with average gains of 56 and 57 gm, respectively. How- 
ever the curves show that the animals on diet III always gained 
less than those on diet VI. There was only a slight difference 
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in the average weight gain of 47 gm by the group on diet V 
with 20.5 pg calcium pantothenate and the 45 gm average 
weight gain by those animals on diet II with 3.5 ug pyridoxine, 
while those on diet IV with 10.3 ug calcium pantothenate per 
gm made an average weight gain of 42 gm. The animals on 
enriched flour alone made the least average gain, 38 gm, dur- 
ing the test. 



Fig. 3 Growth curves of rats in Experiment III. 
Fig. 4 Growth curves of rats in Experiment IV. 


Over the 90-day period, it seems that increasing both the 
pyridoxine and calcium pantothenate had a beneficial result. 
Increasing the calcium pantothenate alone had some bene- 
ficial results while increasing the pyridoxine alone seemed 
to exert a greater stimulus on growth than did calcium panto- 
thenate. 

Fourth experiment : effect of increasing riboflavin 
■ and thiamine as well as calcium pantothenate, 
pyridoxine, and of adding choline 

In the fourth experiment, it was decided to test the effect 
of increasing the amounts of riboflavin and thiamine in the 
flour each by 1 gg per gm of flour, and also to test both the 
effect of adding much larger amounts of calcium pantothenate 
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and pyridoxine and that of adding choline. Table 1 shows the 
composition of the diets. The test covered a period of 78 days. 

The animals on enriched flour alone made the least gain. 
Their average weight gain during the test was 16 gm. The 
addition of riboflavin increased the gain to 26 gm, while the 
addition of both riboflavin and thiamine caused a gain of 
39 gm. This was a slightly greater gain than was made by the 
animals with pyridoxine added or pyridoxine and choline, 
which made gains of 22 and 27 gm, respectively. The animals 
with pyridoxine, calcium pantothenate, and choline made ap- 
proximately the same gain, 43 gm, as those on 40 pg calcium 
pantothenate per gm which gained 41 gm. The rats receiving- 
14 gg pyridoxine and 40 pg calcium pantothenate per gm 
gained 50 gm. This was not as much of a gain as was exhibited 
by the rats that received choline and 20 pg calcium panto- 
thenate per gm of flour, which made an average gain of 58 gm. 
The effect of the addition of choline to the enriched flour 
appeared to be slight, but this might have been expected since 
the diet contained 20% casein. In all probability the methio- 
nine in the casein provided sufficient methyl groups for the 
formation of choline. 

DISCUSSION 

Flour enriched at the levels recommended by the National 
Research Council with thiamine, riboflavin and nicotinic acid, 
when used as the sole source of the B-eomplex vitamins does 
not supply enough of these vitamins to support normal growth 
in rats when fed at a level of 40 or 50% in the diet. While flour 
and bread are not necessarily expected to supply all the B- 
complex vitamins in the diet, it might be well to have more 
of these vitamins supplied by the cereal foods inasmuch as 
cereals make up a major portion of the food intake of so many 
people in the world. There is the added factor of a lack of 
adequate supply of many of the foods which carry the B- 
complex vitamins, particularly meat and milk. When milk is 
available it is used in the making of bread, thereby adding not 
only thiamine, riboflavin and nicotinic acid but other B vita- 
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mins. At present it may be questioned whether there is 
enough milk available for this purpose in the United States; 
it is certainly not in the rest of the world. 

In a report by Milan and Bell ( ’46) regarding the nutrients 
in the diets of a North Carolina village population it is stated 
that pork and milk contributed, respectively, 14.3% and 
11.4% of the thiamine in the adult diets while enriched bread 
contributed 16.7% of the thiamine and dried peas and beans 
furnished 19.6%. As sources of riboflavin in these diets milk 
ranked first, contributing 42.2% and egg s second with 11.2%. 
Enriched bread contributed only 5.2% of the riboflavin in the 
total diet. 

There is the possibility that enriched bread might contribute 
more riboflavin to the diet. In our experiments it was found 
that the addition of even a small quantity of riboflavin to the 
enriched flour increased the rate of growth while the addition 
of both riboflavin and thiamine gave a still greater growth 
increase. In all the experiments the addition of pvridoxine or 
calcium pantothenate alone increased the growth rate but 
when they were added together still better growth was 
obtained. 

Supplee, Bender and Kahlenberg (’42) found that 20 pg of 
calcium pantothenate per day were adequate for normal rat 
growth. In our experiments the animals ate each day, on 
the average, 6 gm of food which contained 2.4 gm of flour. The 
flour with 10.3 pg added calcium pantothenate per gm in- 
creased the calcium pantothenate in the diet by 24.7 pg. Ac- 
cording to Supplee et al. (’42), this was an ample amount of 
the vitamin. Our data appear to confirm this since increasing 
the calcium pantothenate in the flour above 10.3 pg per gm did 
not result in a corresponding w r eight increase (figs. 2 and 3). 

The addition of pyridoxine and calcium pantothenate to 
enriched flour under the conditions of these experiments ap- 
pears to have a beneficial effect on the growth rate of the 
rat. Increasing the added pyridoxine from 3.5 pg per gm to 
7 pg per gm in the flour produced increased growth (fig. 3). 
When both calcium pantothenate and pyridoxine were in- 
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creased from 10.3 pg per gm to 20.5 pg per gm and from 3.5 pg 
per gm to 7 pg, respectively, there was an increased growth 
as shown in figures 2 and 3. Lepkovsky and Nielson (’42) 
reported a relationship of pyridoxine to tryptophane 
metabolism in rats. They suggest that normal tryptophane 
metabolism is regulated by pyridoxine. That pyridoxine is 
necessary for the formation of the coenzyme which functions 
in the tyrosine decarboxylation reaction of certain bacteria 
has been shown by Gunsalus, Bellamy and ITmbriet (’44). 
Follis and Wintrobe (’45) find that a deficiency of pyridoxine 
and pantothenic acid in the diet of swine resulted in degenera- 
tion of the sensory neurons. While it has not been definitely 
proven that pyridoxine and pantothenic acid are essential in 
the diet of humans, experiments on other animals indicate that 
these vitamins have a function in animal metabolism. 

Sure (’41) noted abnormalities in reproduction when 
calcium pantothenate was lacking in the diet. Nelson and 
Evans (’46) found that a deficiency of pantothenic acid in 
the diet on or before the day of mating always resulted in 
failure to reproduce or in abnormal young. The results re- 
ported in the present paper are in line with those of these 
investigators since offspring were obtained only from the 
mothers who received calcium pantothenate in the diet and 
the litters were defective and did not mature. 

The quantities of pyridoxine and calcium pantothenate 
along with the other B-eomplex vitamins to be added to en- 
riched flour in order to produce normal growth and normal 
young require further study and this work is being continued. 

SUMMARY 

Evidence has been presented to show that the supplementing 
of enriched flour with certain B-complex vitamins improves 
the nutritive value of the flour. Under the conditions of the 
experiments the addition of 1 Mg' of riboflavin per gm of en- 
riched flour produced an increase in the growth rate of the 
animals. The addition of 1 Mg of riboflavin and 1 Mg of thia- 
mine to the enriched flour stimulated even greater growth of 
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the rats. The addition to 10.3 ug calcium pantothenate and 
3.5 gg pyridoxine per gm of enriched flour was beneficial, but 
a still greater increase in growth resulted when 20.5 Mg 
calcium pantothenate and 7 pg pyridoxine per gm were added 
to the enriched flour. 

LITERATURE CITED 

Cummings, R. O. 1940 The American and His Food. Univ. of Chicago Press, 
Chicago, 111. 

Folms, Richard H., Jr., and Maxwell M. Wintrobe 1945 A comparison of 
the effects of pyridoxine and pantothenic acid deficiencies on the 
nervous tissues of swine. J. Exp. Med., SI: 539. 

Ofnsaixs, I. C., W. D. Bellamy and W. W. Umbriet 1944 A phosphorylated 
derivative of pyridoxol as the coenzyme of tyrosine decarboxylase. 
J. Biol. Chem.,155: 685. 

Holman, W. I. M. 1946 The amounts of vitamin B x in cereals and the extent 
to which they supply human requirements in various dietaries. Nutr. 
Abst. and Rev., IS: 387. 

Lkp fcov.sk r, Samvel, and Elmer Nielson 1942 A green pigment-producing 
compound in urine of pyridoxine-deficient rats. J. Biol. Chem., 144: 135. 
Milan, 3>. F., and Mary Parks Bell 1946 Sources of principal nutrients in 
the diet of a North Carolina village population. J. Am. Diet. Assn., 
22: 411. 

Nelson, Marjorie M.,' and Herbert M. Evans 1946 Pantothenic acid de- 
ficiency and reproduction in the rat. J. Nutrition, SI : 497. 

Stabling, H. K., D. Monroe, C. M. Coons, E. F. Phipard and F. Clark 1941 
Family food consumption and dietary levels. IT. S. Dept. Agric. Misc. 
Publ. no. 405. 

Supple e, G, C., R. C. Bender and O. J. Kahlenberg 1942 Interrelated vitamin 
requirements: Kidney damage, adrenal hemorrhage and cardiac failure 
correlated with inadequacy of pantothenic acid. Endocrinology, SO: 
355. 

Sure, B. 1941 Dietary requirements for fertility and lactation. XXIX. The 
existence of a new dietary factor essential for lactation, J. Nutrition, 
22: 499. 

Swaminathan, M. 1940 Chemical estimation of vitamin B 0 in foods by means 
of the diazo reaction and the phenol reagent. Nature, 145: 780. 
Tepley, L. J., F. M. Strong and C. A. Elvehjem 1942 Nicotinic acid, panto- 
thenic acid and pyridoxine in wheat and wheat products. J. Nutrition, 
24: 167. 

Westerman, B. IX, AND E. G. Bayfield 1945 Enriched, Morris type and whole 
wheat, flour as sources of the B-eomplex vitamins. J. Nutrition, 29: 27. 



AMINO ACIDS REQUIRED TO SUPPLEMENT 
LINSEED PROTEIN FOR CHICK GROWTH 

F. H. KRATZER, DELBERT WILLIAMS AND ELIZABETH P. BAKER 
Division of Poultry Husbandry , University of California . Davis 

(Received for publication October 28, 1946) 

Linseed meal Las been shown to be detrimental to growing 
chicks when it is fed at levels of 4.5% or more of the ration 
(Bethke et al., ’28; Ackerson et ah, ’38; Sherwood and Conch, 
’40; Slinger et ah, ’43; Hammond, ’44; Heuser and Norris, 
’44; Heuser et ah, ’46). Since its nutritional value may be 
increased by a simple water treatment (Kratzer, ’46 ; McGinnis 
and Polis, ’46), apparently the detrimental action of linseed 
meal depends upon a toxic substance, not upon a serious 
amino acid deficiency in the protein. By using water-treated 
linseed meal as the sole source of protein in a chick ration, 
one can determine the adequacy of the protein in meeting the 
amino acid requirement of chicks without the interference of 
the toxic factor. 

EXPERIMENTAL PROCEDURE 

Commercial linseed meal was treated with water for 24 
hours and dried according to the procedure outlined pre- 
viously (Kratzer, ’46). The composition of the basal diet 
in which the treated linseed meal was fed is given in table 1. 
The crude protein content of the diet was not determined 
for the first experiment, but in the second and third experi- 
ments the rations were found to contain 18.5 and 20.3%, 
respectively. 
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Day-olcI S. C. White Leghorn chicks were fed a practical 
starting ration for 11 days. At the end of this period they 
were divided into comparable groups of 8 chicks each and were 
fed the experimental rations ad libitum. They were housed 
in electrically heated batteries with wire floors. The trials 
were continued for 9, 8, and 7 days, respectively, in successive 

TABLE 1 


Minerals and vitamins contained in the basal diet. 


basal mixture 

Treated linseed meal : 

Trials 1 and 2 

Trial 3 

Minerals, vitamins and other 

organic supplements ... as indicated below 

Glucose: to bring the total up to 

58 gm 
. 61 gm 

. 100 gm 

MINERAL 

■ supplements 


VITAMINS AND OTHER ORGANIC 
SUPPLEMENTS 


grn 


gm. 

Calcium gluconate 

5.0 

Soybean oil 

3.0 

Triealcium phosphate 

2.0 

Fish oil (3000 A-400 D) 

0.5 

Bicalcium phosphate 

1.5 

Choline chloride 

0.2 

Sodium chloride 

1.0 

Cholic acid 

0.1 

Bipotassium phosphate 

0.5 

Inositol 

0.1 

Magnesium sulfate 

0.3 

Niacin 

0.01 

Potassium chloride 

0.3 

dl-alpha tocopherol acetate 

0.001 

Sodium silicate 

0.2 

Calcium pantothenate 

0.001 

Manganese sulfate 

0.03 

2-methyl-l , 4-naphthoquinone 

0.001 

Perrie oxide 

0.02 

Riboflavin 

0.0005 

Aluminum sulfate 

0.025 

Thiamine 

0.0005 

Copper sulfate 

0.005 

Pyridoxine 

0.0004 

Zinc sulfate 

0.005 

Folic acid 

0.0001 

Cobalt acetate 

Potassium iodide 

0.002 

0.001 

Biotin 

0.00001 


experiments. With the exception of 1 chick which had been 
fed the basal ration with no amino acid supplements in the 
third experiment, there was no mortality. One control group 
fed stock mash was included in each experiment. 

Amino acids were added to the basal ration as indicated in 
table 2. Those used were commercial preparations in the 
following forms: 1 ( + ) -arginine monohydroeliloride, 1(— )- 
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cystine, 1 (-{-)■ -lysine monohydrocMoride, dl-metliionine, and 
dl-tryptophane. 

The growth data were calculated as per cent gain per day 
according to the following formula : 
total gain X 100 

— — = per cent gain per day 

average body weight X number of days 1 

This criterion permits a better comparison of data from dif- 
ferent experiments than is possible by the use of average 
gains. 

TABLE 2 


Growth of chicks fed a basal ration containing linseed protein supplemented with 

various amino acids. 


SUPPLEMENT 

LEVEL IN 

PER CENT 

OP RATION 

• GAIN BODY WEIGHT < r /„ GAIN PER DAY) 

Experiment 1 

Experiment 2 

Experiment 3 

None 


5.1 

5,1 

4.9 

Arginine 

0.2 

5.1 

5.5 


Lysine 

0.2 

6.5 



Lysine 

0.4 


7.0 

7.1 

Lysine 

0.5 

6.9 



Methionine 

0.2 

5.1 

5.0 


Cystine 

0.162 

5.6 

5.5 


Tryptophane 

0.1 

5.6 



Glycine 

0.5 

5.9 

5.4 


Lysine 

0.5 




Methionine 

0.2 

7.2 



Lysine 

0.4 




Methionine 

0.2 


7.0 

7.1 

Lysine 

0.5 




Oystine 

0.162 

6.7 



Lysine 

0.4 




Glycine 

0.5 



7.4 

..Lysine 

0.4 




Methionine 

0.2 


8.3 

7.2 

Glycine 

0.5 




Arginine 

0.2 




Lysine 

0.4 1 




Methionine 

0.2 

7.2 

S3 


Cystine 

0.162 




Tryptophane 

0.2 




Glycine 

0.5 




Stock Mash 


7.4 

8.3 

6.8 


1 Lysine fed at 0.5% in experiment 1. 
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RESULTS AND DISCUSSION 

As table 2 shows, in the first experiment lysine produced a 
marked growth response, while the addition of the other amino 
acids did not give any appreciable increase in the growth rate. 
The combination of lysine and methionine was slightly better 
than lysine alone and was as satisfactory as the combination 
of the 6 amino acids tested. Since 0.5% lysine caused an in- 
crease in growth above 0.2% lysine, evidently the lower level 
does not adequately supplement linseed protein. 

In the second experiment, lysine again proved to be the only 
amino acid to cause an appreciable increase in growth rate. 
The addition of glycine to the ration containing lysine and 
methionine, however, caused growth to increase from 7.0% 
gain per day to 8.3%. Since the crude protein of the diet used 
in this experiment was suboptimal, conceivably the addition 
of even a dispensable amino acid might stimulate a growth 
increase. 

With the crude protein level raised to 20.3% in the third 
experiment, lysine supplementation resulted in a growth rate 
of 7.1% per day, whereas the combination of lysine, methio- 
nine, and glycine caused a growth rate of 7.2% per day. 
Methionine added to the ration containing lysine alone caused 
no increase in growth; and when it was added to the ration 
containing both lysine and glycine, there was a reduction of 
0.2% per day. When glycine was added to a ration containing 
lysine, growth was increased by 0.3% per day; and when 
glycine was added to a ration containing lysine and methio- 
nine, the increase was 0.1% per day. For the chick, therefore, 
linseed protein is apparently adequate in methionine. Glycine 
is probably adequate, although slight gains of doubtful sig- 
nificance were observed after its addition. Lysine constitutes 
the principal amino acid deficiency in linseed protein. 

Block and Bolling (’45) have found that linseed protein 
contains the following percentages of amino acids: arginine, 
6.2; lysine, 2.5; methionine, 3.0; cystine, 1.9; and tryptophane, 
1.9. For a protein to be complete for the chick with respect 
to these amino acids (Almquist, ’42; Grau and Almquist, ’43, 
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’44), it should contain arginine, 4.5% ; lysine, 4.5% ; methio- 
nine, 2.5% ; cystine, 1.5% ; and tryptophane, 1.0%. According 
to these values, lysine is the only amino acid in which one 
would expect linseed protein to be deficient for producing 
rapid growth of the chick. 

Since linseed meal supplied all the protein in these tests, 
rather than protein that is merely supplementary to the cereal 
proteins of a practical ration, the level of linseed meal was 
greater than would ever be used in a practical ration. In 
every experiment, a diet containing linseed protein properly 
supplemented with amino acids produced as good growth as 
a practical chick starting ration. Thus the water treatment 
applied to the meal seems to have been entirely effective 
in destroying the growth inhibitor, and the principal limita- 
tion in the practical use of linseed protein lies in its lysine 
deficiency. 

SUMMARY 

1. Linseed meal treated with water to destroy its toxic 
principle was fed to chicks as the sole source of protein. 

2. Lysine is the principal amino acid deficiency in linseed 
protein. 
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AN INBORN CHARACTERISTIC DETERMINING THE 
RESPONSE OF CHICKENS TO A DIET 
FREE OF ANIMAL PROTEIN 
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Bureau of Animal Industry , Agricultural Research Center , Bdtsvilh % Maryland 

TWO FIGURES 

(Received for publication September 23, 1946) 

It was reported by Rubin and Bird (’46) that the feeding 
of concentrates prepared from cow manure stimulated the 
growth of chicks whose basal diet consisted largely of corn 
and soybean oil meal. The assaying of such concentrates was 
greatly facilitated by using the progeny of hens fed a similar 
deficient diet, since hens whose diets contained the growth- 
stimulating factor readily transmitted it to their chicks. 

Further investigation has revealed that the response of 
chicks to the diet being studied is influenced not only by the 
diet of their dams but also by some unknown characteristic of 
the dams which is highly variable among the population 
studied. This variability is manifested in hatchability of eggs 
and in viability and growth of progeny. The present report is 
concerned with this variability which is of theoretical in- 
terest for its own sake and of practical interest because of its 
undesirable effect on the study of diets and dietary sup- 
plements. 

METHODS AND RESULTS 

Variation in response of hens to a diet inadequate 
from the standpoint of hatchability 

The experimental diets used both in growth and in hatch- 
ability studies are summarized in table 1. They are identical 
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with the diets used in previously reported experiments (Rubin 
and Bird, ’46; Bird et al., 5 46). 

The hens were yearling crossbreds (Rhode Island Red X 
Barred Rock) and were mated to New Hampshire males. Just 
prior to the initiation of these studies they had been used in a 
hatehability experiment of approximately 10 months ’ duration 
and had been fed the basal diet or a slightly modified diet 

TABLE 1 


Composition of diets. 


GROWTH STUDIES 

HA T C IT ABILITY STUDIES 

...... : INGREDIENTS 

Basal mixture 

Basal mixture 

Positive 

control 


7c 

% 

% 

Ground yellow corn 

38 

57 

78.3 

Ground barley 

20 



Alfalfa meal 

3 

5 

1 5 

Soybean meal 

35 

30 


Sardine meal 



10 

Butyl fermentation solubles 




(250 pg riboflavin/gm) 

0.6 

0.5 

0.5 

Limestone dour 

1.0 

2.3 

2.0 . 

Steamed bonemeal 

1*5 

4.2 

3.2 

Salt (96% NaCl, 4% Mn SO*) 

0.7 



Salt (94% NaCl, 6% Mn SO*) 


0.5 

0.5 

Iodized salt 


0.2 

0.2 

Vitamin A and D oil 1 

0.2 

0.3 

0.3 

Total 

100.0 

100.0 

100.0 


Added to the above 

Choline chloride 0.05 

Nicotinic acid hydrochloride 0.001 

1 2000 U.S.P. units of vitamin A and 400 A.O.A.C. units of vitamin D per gm. 

similar in its effect on hatehability (Bird et al., ’46). Some of 
the data accumulated in that experiment were used in the 
present investigation. 

Individual hatehability records were calculated for 183 hens 
which had been housed in laying houses and fed the basal diet 
or a modification similar in its effect on hatehability. Indi- 
vidual records covering a period of 6 months were also ealeu- 
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lated for 67 liens of the same breeding kept in laying cages on 
wire screen floors and fed the basal diet. All eggs were incu- 
bated except those produced during 4 non-eonsecutive weeks. 
Table 2 shows the distribution of the hens into groups char- 
acterized by low, intermediate, and high hatchability. The 
birds kept on wire floors were treated separately because it 
had been shown that cow- manure fed with this basal diet was 
highly beneficial to hatchability, and it was thought that 
coprophagy might explain the superior performance of some 
of the birds kept in laying houses. However, the distribution 
of the hens kept on wire floors was not much different from 
that of the others and coprophagy would not appear to be a 
factor. It is surprising to note that a number of individuals 

TABLE 2 

Distribution of hens fed deficient diet according to hatchability of their eggs and 

type of cage floor. 

HEN'S ON CONCRETE 

H AT 0 II ABILITY FLOORS COVERED WITH HENS ON WIRE FLOORS 

RANGE IN % OF LITTER 


FERTILE EGGS 



No. of hens 

% of total 

No. of hens 

% of total 

0-70 

80 

44 

33 

49 

70-85 

68 

37 

17 

25 

85-100 

35 

19 

17 

25 


maintained excellent hatchability during a period of 10 months 
although they received a diet that was quite inadequate for the 
majority. 

It seemed possible that this variability might be due to 
differences in storage of the critical factor or to differences in 
ability to make adaptation to an unfavorable diet. In order to 
determine if there were any significant trends in hatchability 
during the course of the experiment, the hens characterized 
by low, intermediate, and high hatchability were divided into 
groups numbered 1, 2, and 3, respectively, and continued on 
the basal diet. After a lapse of 4 weeks all eggs were collected 
and settings made at -weekly intervals as before. The hatch- 
ability records of the 3 newly constituted groups were pro- 
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jected back to the beginning of the previous experiment by 
combination of the records of the individuals for this period. 
The results, covering a period of 17 lunar months, are plotted 
in figure 1. 

The consistency with which the 3 groups maintained their 
relative positions is striking. It would be difficult to explain 
the long-continued difference in hatehability between groups 
1 and 3 on the basis of storage. Neither does adaptation to 
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LUNAR MONTHS 

Fig. 1 Hatehability of fertile eggs of hens fed deficient diet. Groups segregated 
on basis of hatehability. 

the diet seem a promising explanation since one would have to 
assume that the hens of group 3 accomplished this during the 
first month, those of group 2 made a partial adaptation during 
the same time but no subsequent improvement, and those of 
group 1 were incapable of making the adaptation. The sus- 
tained increase achieved by group 1 between April and Sep- 
tember and the subsequent decline may have been seasonal 
although the increase came somewhat later than the usual 
seasonal increase. 
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Growth promoting effects of hen manure 

Rubin et al. ( ’46) reported that the urine-free feces of liens 
were as effective as cow manure in promoting growth of 
chickens, even though the hens had been fed a diet that was 
low in the growth factor. The total excrement of hens was less 
effective presumably due to the presence of urinary products. 
Although the variation in response of the hens to the deficient 
diet was not related to eoprophagy, it was thought that it 
might be due to differences in extent of synthesis of the critical 
factor in the digestive tracts of different hens. Accordingly 
the total excrement of groups 1 and 3 was collected, dried 
and fed to growing chickens as 5% of the basal diet during the 


TABLE 3 

Average weights of chickens at 6 weelcs of age as affected by feeding 5% manure. 


SOURCE OF MANURE 

AVERAGE WEIGHT OF CHICKENS 


gm 

Hens of group 1 fed basal diet 

4:54 

Hens of group 3 fed basal diet 

463 

Urine-free feces of a hen fed basal diet 

521 

Hens fed positive control diet 

491 

None (basal diet without, manure) 

413 

Least significant difference (19 : 1 odds) 63 


first 6 weeks of life. Comparable groups of growing chickens 
were fed the same level of urine-free feces of hens, and the 
excrement of hens fed the positive control diet which sup- 
ported hatchability at optimal or near optimal levels. These 
supplements replaced 5% of corn. The results are summarized 
in table 3. They were reported in part in the paper by Rubin 
et al. (’46). 

No material difference in growth-promoting properties was 
demonstrated between the excrements of groups 1 and 3. In 
fact, neither provided a significant stimulus to growth ac- 
cording to the usually accepted standards of significance. A 
significant stimulus was provided by the urine-free feces of 
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a hen fed the basal diet and by the total excrement of hens 
fed the positive control diet. 

It was thought that the 3 groups of hens might differ in 
efficiency of feed utilization or in rate of passage of feed 
through the digestive tract, but this did not prove to be the 
case. The efficiency indices of groups 1 to 3, respectively, de- 
termined by the method described by Bird and Whitson ( ’46) 
were 1.01, 1.03, and 1.04. Coloring the feed with 5% of char- 
coal did not reveal any noteworthy differences in rate of 
passage of material through the tract. 

Variation in response of progeny as related 
to maternal response 

After redistribution of the hens into groups 1, 2, and 3 on 
the basis of hatchability, one entire hatch was used in an ex- 
periment to determine whether there was any relationship 
between the responses of dams and progeny when both were 
fed the deficient diets. The progeny of groups 1, 2 and 3 
numbered 96, 49 and 58, respectively. In addition 66 chicks 
hatched from eggs of hens fed the positive control diet were 
used. These chicks were wing-banded and distributed among 
7 pens of a brooder house so that each of 5 pens contained 
an approximately .equal number of chicks from each group 
of hens. The remaining 2 pens contained a preponderance of 
chicks from the hens of group 1, with a few from group 3 and 
the hens fed the positive control diet. 

The average growth curves to 6 weeks of age and the per 
cent of viability during the first week are shown in figure 2. 
Growth and viability showed the same trend as did hatch- 
ability. Within the 6 weeks’ duration of this experiment the 
maternal influence showed no diminution, though all of the 
chicks were fed the same diet throughout. The hens of group 
3 were able, in spite of their deficient diet, to maintain hatch- 
ability and viability of offspring at levels that compared 
favorably with the performance of the hens fed the positive 
control diet. However, the growth rate of their progeny was 
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decidedly inferior to that of the chicks from hens fed the 
positive control diet. 

Since it had proved profitable to use the offspring of hens 
fed the deficient diet in assaying concentrates of the growth 
factor prepared from cow manure, it seemed worthwhile to 
determine if any further advantage would be gained by using 
only chicks from the hens most susceptible to the deficiency. 

GRAMS HATCHAB1LITY MATERNAL 



Fig. 2 Growth curves of chicks to 6 weeks of age and per cent viability (bar 
graphs) during first week, related to hatchability and maternal diet. Groups 1, 2, 
and 3 were progeny of dams fed basal diet and characterized, respectively, by low, 
intermediate, and high hatchability. Group 4 consisted of progeny of dams fed 
positive control diet containing fish meal. 

It seemed possible also that such chicks might be useful in 
distinguishing between the effects of concentrates from ma- 
nure and of other supplements. It has been reported that a 
growth stimulation is obtained when this diet is supplemented 
with calcium pantothenate and choline chloride (Bird and 
Rubin, ’46) and when similar diets are supplemented with dl- 
methionine (Bird and Mattingly, ’45). There is evidence, 



326 H. E. BIRD, MAX RUBIN AND A. C. GROSCHKE 


however, that the eoneentrates do not owe their effect to these 
substances (Rubin and Bird, ’46). 

Two experiments were performed in which the basal chick 
diet and the modifications shown in table 4 were fed to chickens 
during the first 6 weeks of life. In experiment 1 there were in 
each pen 5 chicks from the hens of group 1, 12 chicks from 
liens of group 2, 8 chicks from those of group 3, and 8 chicks 
from hens fed the positive control diet. In experiment 2 each 

TABLE 4 

Effect of dietary supplements on growth of the progeny of deficient hens and hens 
naturally resistant to deficiency. 

AVERAGE WEIGHT OF 6-WEEK-OLD PROGENY OF: 


■EXPERI- 

MENT 

NO. 


SUPPLEMENT TO 

basal diet for 
'chicks 


Group 1 liens Group 2 hens 
(deficient) (intermediate) 
fed fed 

basal diet basal diet 


Group 3 hens 
(resistant to 
deficiency) 
fed 

basal diet 


Mixed 

hens 

fed 

positive 

control 

diet 



im 

gm 

gm 

gm 

1 None 

367 

372 

458 

489 

0,05% acid ppt. of 





manure 


511 

505 

532 

0.2% di-methionine 
0.002% - calcium 

434 

451 

478 

541 

pantothenate plus 
0.1% choline chloride 

393 

427 

501 

554 

2 None 

331 

326 

472 


0.2% dl -methionine 





plus 0.002% calcium 
pantothenate plus 
0.1% choline chloride 

422 

405 

515 



pen contained 11 chicks from the hens of group 1, 6 from group 
2, and 5 from group 3. The results are shown in table 4. The 
figure for the progeny of the hens of group 1 fed the acid pre- 
cipitate of manure extract was omitted because early mortality 
left too few chicks to be of any significance. The growth rates 
of the 3 kinds of chicks were approximately the same when all 
were fed the fraction prepared from manure, but this was not 
true when the other supplements were fed. Among the pro- 
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geny of the group 2 hens, the manure fraction was much su- 
perior to the other supplements, judged by growth response ; 
among the progeny of group 3, its superiority was doubtful ; 
and among the progeny of the hens fed the positive control 
diet the other supplements were at least as effective. Since, 
in the experiments summarized in table 4; the number of chicks 
fed the manure fraction was small, it may be worthwhile to 
point out that the results have been confirmed in numerous 
assay experiments in which the same fraction has elicited a 
maximal or near-maximal growth response in lots made up 
largely of the progeny of groups 1 and 2 (Rubin and Bird, 
’46; and unpublished data). 

DISCUSSION 

The results of these experiments make it clear that chickens 
vary widely with respect to their stores, at hatching time, of 
the dietary factor in question and with respect to some other 
characteristic which influences their ability to withstand de- 
ficiency. These 2 sources of variability combined with the 
variability expected in a basal diet composed of natural in- 
gredients could account for a considerable difference in the 
results of supposedly duplicate experiments. In the study of 
the unknown factor involved here, it has proved to be profit- 
able to use only chicks from hens fed a diet low in the factor 
and to eliminate the progeny of hens resistant to the deficiency, 
such as those of group 3. It has also proved quite essential 
to use in hatchability experiments only hens shown to be 
susceptible to the deficiency. 

The variation in response to different supplements, illus- 
trated in table 4, probably accounts for the inconsistent results 
of numerous experiments performed in this laboratory with 
chicks of uncontrolled source. In some experiments the growth 
response produced by methionine was as, great as that pro- 
duced by cow manure or by fish meal: in other experiments it 
was much less. It is difficult to account for the results sum- 
marized in table 4 without postulating that the unknown factor 
in manure, methionine and the combination of choline and 
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pantothenate are to some extent interchangeable for the “bet- 
ter” chicks. This might mean that the unknown factor is par- 
tially replaceable, and that the “better” chicks had received 
sufficient of it from their dams so that their remaining require- 
ment was met by methionine or the combination of choline and 
pantothenic acid. 

It is anticipated that future work will reveal whether or not 
the characteristic causing the variable response of hens to 
the deficient diet is inherited. This question cannot be an- 
swered on the basis of the evidence now available, since the 
relationship between growth response of progeny and hatch- 
ability response of dams might have been due to differences 
in the quantities of the essential factor stored in the eggs. 
There has been surprisingly little investigation of the inherit- 
ance of resistance and susceptibility to dietary deficiency. 
Different strains of rats have different vitamin D requirements 
according to Gowen (’36), different thiamine requirements 
according to Light and Cracas (’38), and different choline re- 
quirements according to Engel (’43), and differ with respect 
to efficiency of feed utilization according to Morris et al. ( ’33). 
Lamoreux and Hutt ( ’43) developed strains of White Leghorn 
chickens which varied in their requirement of riboflavin for 
growth. Davis et al. (’38) studied the response of 3 full 
sisters in each of 5 different families of White Leghorns to 
a diet low in riboflavin, and found that the families differed 
significantly with respect to hatchability of fertile eggs. How- 
ever, Lamoreux ( ’38) reported that there was not a very close 
relationship between precentages of hatchability of fertile 
eggs produced by dams and daughters fed a diet low in ribo- 
flavin. 

Whatever its basis may be, the relationship under discussion 
is a very close one, involving both maternal diet and maternal 
variability in response to diet and manifesting itself in hatch- 
ability, viability of progeny, and growth rate of progeny at 
least to the age of 6 weeks. 
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SUMMARY 

Examination of the individual hatchability records of 183 
hens which had been fed a diet containing no animal protein 
for a period of 11 lunar months revealed that M% of the hens 
showed hatchability figures between 0 and 70%, 37% showed 
from 70 to 85% hatchability, and 19% showed from 85 to 
100% hatchability. Further investigation revealed that the 
high hatchability maintained by the minority could not be ex- 
plained on the basis of coprophagy, storage of the essential 
factor, or adaptation to an unfavorable diet. 

Hens characterized by high and by low hatchability were 
not found to vary with respect to the growth promoting prop- 
erties of their excreta or with respect to their efficiency of 
feed utilization. 

The progeny of hens characterized by high, intermediate, 
and low hatchability, respectively, showed high, intermediate, 
and low viability and growth rate to 6 weeks of age. The effect 
of dietary supplements upon the growth of chickens varied 
with the maternal diets and with the ability of the dams to 
withstand dietary deficiency. This variation may be of con- 
siderable importance, especially in experiments in which the 
diets are variable because of their content of natural feed- 
stuff s. 

The variability among the hens is believed to have been 
inborn, as that of their progeny certainly was. Whether the 
variation of the progeny was congenital or hereditary cannot 
be stated on the basis of present evidence. 
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SURFACE AREA AND METABOLISM OF GROWING 

GUINEA PIGS 1 


H. H. KIBLER, S. BRODY AND D. WORSTELL 
Department of Dairy Husbandry, University of Missouri, Columbia 

TWO FIGURES 

(Received for publication November T, 1946) 

This is one of a series of reports on the metabolism of 
growing laboratory and farm animals, including rats, chickens 
(Kibler and Brody, ’42; ’44) cattle, horses, and swine recently 
summarized by Brody (’45). As in the preceding reports, 
surface area of the skin and body weight raised to some powder 
(W b ) are used as reference bases. 

SURFACE AREA OF THE GUINEA PIG 

The guinea pig has a rather regular shape so that it ap- 
peared fairly simple to determine the surface area from 
appropriate linear measurements on the living animals. The 
following average measurements (fig. 1) w r ere accordingly 
made on each animal : length and width of both sides of each 
ear, length and circumference of the head, length and circum- 
ference of each leg, and the length and girth of the trunk. 
Total surface area was then computed as the sum of the areas 
of these separate parts. 

To cheek the areas computed from the linear measurements 
a second method was employed on the same guinea pigs. The 
animals were sacrificed by the use of illuminating gas, dipped 
in shellac and allow T ed to dry. Their skins were then removed 
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and outlined on paper. The paper outlines were cut out and 
weighed. The skin area was then computed from the weight 
of the paper outline and the conversion factor for area per 
unit weight of paper. 

The surface area data obtained by each of these 2 methods 
on 19 guinea pigs ranging in body weight from 230 to 1150 gm 
were plotted separately (fig. 1) and the power or logarithmic 
equation Y = aX b was fitted to each set of data by the least 
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Fig. 1 Surface area of guinea pigs from linear measurements on living animals 
and from tlie measurement of the skins from the same animals. In the small figure 
at the left-hand side, lengths are indicated by H, head; T, trunk; F, front leg; 
R, hind leg. Circumferences are shown as C, head; G, trunk; A, front leg; B, 
hind leg. The length and width of each ear were also measured. 


square method. For the linear measurements on the 19 living 
animals, the relation between surface area and body weight is 
given by the equation 

S.A. = 9.85W““ (1) 

For the measurements of the 19 shellacked skins, the relation 
is expressed by the equation 

S.A. = 9.04 W 0M (2) 

In both equations S.A. represents surface area in square 
centimeters, W represents weight in grams, and the exponent 
b indicates the relative rate of increase of surface and weight. 
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As b is 0.64 for both methods, the surface area increases 0.64 
times as fast as the weight. The guinea pig, then, must change 
in form with increasing size, since — as can be shown by 
dimensional analysis — the exponent b would be § if constant 
geometric similarity of form persisted during growth. 

The variability of the data is about the same for both 
methods. The correlation coefficient 2 p is 0.99 for each equa- 
tion (fig. 1). Two-thirds of the individual observations fall 
within approximately 5% of the respective equation lines as 
indicated by the standard errors of estimate, 3 S K (fig. 1). 

Equation 2, although parallel with equation 1, is lower pre- 
sumably because of the shrinkage of the shellacked skins dur- 
ing drying. Therefore equation 2 was discarded and equation 
1 from the linear measurement on the living animals was used 
for all subsequent computations. 

METABOLISM 

The metabolism (oxygen consumption) was measured in an 
eight-chamber closed circuit, volumetric apparatus (Kibler 
and Brody, ’42). Detailed descriptions of similar multi- 
chamber volumetric appartus have been reported by Kleiber 
(’40), Winchester (’40), and Brody (’45, p. 325), 

The measurements were made at thermoneutrality (about 
30°C.). Corrections for activity were unnecessary as the 
guinea pigs were usually very quiet. Data were obtained dur- 
ing rest on each of the same 4 male and 4 female guinea pigs 
for the following conditions and periods: (1) non-fasting 
(birth to 1 j T ear) ; (2) fasted for 24 hours (after 1 month of 

2 If the surface area and body weight data were perfectly correlated, the value 
of p would he 1.00. The value of 0.99 found for these data indicates a high degree 
of correlation that would have a probability of occurrence by chance of less than 
one in a hundred. 

3 4- S R and —Sr, the standard errors of estimate, indicate the percentage range 
about the fitted line that includes § of the data. For example, table 1 shows that 
a 400-gm guinea pig has a surface area of 456 cm 2 , and figure 1 shows +S R = 5 . 2 % 
and —Sr = 4.9%. The surface area derived from similar measurements on other 
400-gm guinea pigs would not he expected (more than one time in three) to ex- 
ceed 456 cm 2 by more than 23.7 cm 2 (0.52 X 456) or fall below 456 cm 2 by more 
than 22.3 cm 2 (.049 X 456). 
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age to 1 year) ; and (3) fasted 40 to 48 hours (after 5 months 
of age to 1 year). 

A statistical test of the covariance of metabolism and body 
weight failed to establish a significant difference between the 
oxygen consumption values on the 24- and 48-hour fasts. 
Therefore all fasting data were combined and designated 
“basal metabolism.” The “resting metabolism” data, in- 
cluding the calorigenic action of the feed, and the “basal data” 
are summarized in table 1. 

During growth less extensive changes occurred in the 
metabolic rate per unit area in the guinea pig than had been 
found, for example, in the rat. In the data for the guinea pig 
(table 1) the lowest such value is 640, occurring in the ninth 
month, and the highest is 846, occurring about the sixth week, 
a range of only 206 kilo-cal. per square meter per day. In the 
data for the rat (Ivibler and Brody, ’42) a low value of 456 
was found at 1 day after birth and a high value of 1241 at 45 
days of age, a range of 785 kilo-cal. per square meter per day. 
These differences between species are undoubtedly due to the 
greater physiological maturity at birth of the guinea pig than 
the rat. 

The detailed changes in metabolism per unit of surface 
area with increasing age and weight are shown in table 1 for 
both resting and basal conditions. In general the highest 
values occurred between 6 and 12 weeks of age, when the body 
weights ranged between 200 and 400 gm. The lowest values 
were reached between 8 and 12 months of age at body weights 
between 700 and 800 gm. A striking feature of figure 2 is that 
the female group of guinea pigs had a consistently higher 
metabolic rate per unit of surface area than the male group for 
all ages and conditions. 

The surface area base is very useful for studying age 
changes in metabolic rate and for equalizing metabolic rates 
between mature animals of different size, but metabolic rate 
per animal can be predicted more accurately and conveniently 
from the relation between total metabolism 0 (kilo-cal. per 
day) and body weight W (gm) expressed by the equation 



TABLE 1 

Growth and metabolism of guinea pigs . 


FEMALES . MALES 


Average per guinea pig Average per guinea pig 


PERIOD 

No. 

obser- 

vations 

Body 

weight 

Surface * 
area 

Cal. 2 

per 

day 

Cal./rn- 

per 

day 

No. 

obser- 

vations 

Body 

weight 

Surface 1 
area' 

Cal.® 

per 

day 

CaL/ra* 

per 

clay 



f/m 

cm" 

Resting 




gm 

cm 2 

Resting 



Week 

B-l 

14 

98 

185 

15.1 

816 

4 

104 

192 

lo.5 

807 

1-3 

43 

131 

223 

16.8 

753 

43 

134 

226 

16.4 

726 

3-5 

39 

186 

279 

22.3 

799 

30 

189 

282 

22,1 

784 

5-7 

33 

259 

345 

29.2 

846 

36 

258 

344 

27.1 

78S 

• 7-9 

18 

314 

390 

32.1 

823 

22 

296 

376 

30.0 

798 

9-11 

15 

380 

441 

35.9 

814 

15 

386 

445 ■ 

35.7 <; 

802 

11-13 

29 

400 

456 

38.2 

838 

15 

411 

464 

36.7 

791 

Month 

3-4 

51 

483 

514 

42.1 

819 

43 

507 

530 

40.6 

766 

4-5 

62 

564 

568 

46.7 

822 

31 

596 

588 

45.1 

767 

5-6 

54 

609 

596 

47.6 

799 

36 

676 

638 

47.3 

741 

6-7 

45 

655 

625 

47.5 

760 

31 

722 

665. 

46.4 

698 

7-8 

44 

687 

644 

47.8 

742 

31 

723 

666 

44,8 

673 

8-9 

29 

789 

704 

52.6 

747 

26 

710 

658 

44.9 

682 

9-10 

19 

861 

744 

58.5 

786 

19 

790 

704 

49.6 

705 

10-11 

30 

873 

751 

56.3 

750 

30 

765 

690 

46.6 

675 

11-12 

32 

814 

718 

Basal 

55.9 

779 

21 

777 

697 

Basal 

49.4 

709 

Week 

3-5 

5 

172 

266 

19.8 

744 

8 

177 

270 

20.0 

741 

5-7 

. 5 

241 

330 

25.8 

782 

7 

242 

330 

25.0 

758 

7-9 

■. .7 - 

281 

364 

29.7 

816 

3 

260 

346 

27.0 

780 

9-11 

5 

356 

423 

33.2 

785 

6 

372 

435 

32.8 

754 

11-13 

4 

394 

451 

38.2 

847 

9 

390 

448 

38,5 

859 

Month 

3-4 

9 

447 

489 

39.0 

798 

7 

140 

484 

38.7 

800 

4-5 

17 

518 

538 

42.8 

796 

' 8 

582 

579 

41.9 

724 

' 5-6 

18 

588 

583 

43.9 

753 

12 

653 

624 

45.8 

734 

6-7 

23 

634 

612 

44.2 

722 

16 

688 

645 

45.0 

698 

7-8 

27 

624 

606 

42.4 

700 

17 

698 

651 

42.9 

659 

8-9. 

12 

755 

684 

45.8 

670 

12 

684 

642 

41.1 

640 

9-10 

10 

784 

701 

50.2 

716 

10 

737 

674 

44,2 

656 

10-11 

22 

807 

714 

50.6 

709 

18 

739 

675 

44.7 

662 

11-12 

31 

782 

700 

50.5 

721 

18 

734 

672 

45.7 

680 


1 Surface area was computed from equation (1) in text. 

2 The heat production was calculated on the assumption that 1 liter of oxygen has a heat 
equivalent of 4.9 Cal. for normally fed guinea pigs and 4.7 Cal. for guinea pigs under basal 
conditions. 
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C = aW". 'When this equation is fitted to data for growing 
animals, however, the data may have to be divided into 2 or 
more segments (fig. 2), since the exponent b apparently 
changes with growth rate (Kibler and Brody, ’42). 


■APPROXIMATE AS, MONTHS 

FtMAits 5 i P 7 3 4 6 8 lg 

males ~ ^ ~ '6 2 ' 3 " ‘ 4 6 ] & d ' 



Fig. 2 Metabolism as a function of body weight in growing guinea pigs (indi- 
vidual observations plotted on logarithmic paper) with average age given on upper 
axis. Equations and statistical constants are tabulated for the male and female 
groups for resting and basal metabolism, but only the resting data are shown to 
avoid confusion. Separate curves for individual guinea pigs are shown in the inset 
in the lower right-hand corner. 

In figure 2 the resting and basal metabolism data are plotted 
against body weight on logarithmically-divided paper. For 
the range of 50 to 500 gm body weight the equation C = aW b 
fits very well, the coefficients of correlation averaging 0.96 for 
the different curves. The 4 equation lines representing the 
resting and basal data for male and female guinea pigs are 
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nearly parallel as tlie values of exponent b vary only from 
0.67 to 0.71. Above 500 gm body weight the distribution of the 
data is more erratic and the differences between the curves 
are more pronounced. The standard error of estimate, S K , 
for all the metabolism data is about 10%, which is close to the 
values previously reported for other species. For given body 
weights, the fitted equation lines are higher for the female 
group than the male group for all data. 

DISCUSSION 

The lack of agreement on a reference base for equalizing 
metabolic rates between animals of different size is well known. 
It should be emphasized, however, that qualitative as well as 
quantitative differences appear when different bases such as 
body surface area, simple body weight or body weight raised 
to a power are used. For example, the metabolism per unit 
area for the guinea pig rises slightly for a few weeks after 
birth and thereafter declines; but the metabolism per unit 
weight declines from birth on. Since there is no general agree- 
ment on the reference base for energy metabolism, our results, 
as in the past, include data (table 1 and fig. 2) on body weight 
and metabolism per animal as well as metabolism in terms of 
unit area, and the relation between metabolism and weight 
raised to a power. 

SUMMARY 

Data are reported on metabolism (oxygen consumption) in 
relation to body weight, age, and surface area for the same 
4 male and 4 female guinea pigs from birth to 1 year of age. 
The female group had a higher metabolic rate than the male 
group for the entire period of measurement. The average 
“resting” metabolism for both groups rose from 750 Cal. 
per square meter per day at 2 weeks after birth to 820 at 10 
weeks and then declined to 720 at 7 months. Similar average 
“basal” values reached a maximum of 810 Cal. per square 
meter per day at 8 weeks and a minimum of 670 at 8.5 months. 
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From surface area measurements on 19 guinea pigs, rang- 
ing in weight from 230 to 1150 gm, the relation between sur- 
face area and weight was found to be expressed by the equation 

S.A. = 0.85W°- M 

where S.A. is area in square centimeters and W is weight in 
grams. 

We similarly related total metabolism to body weight by 
the same type of power equation and found that for guinea 
pigs weighing less than 500 gm, the metabolism increased more 
rapidly than surface area relative to increasing body weight 
(the exponent exceeded 0.64), and that for animals weighing 
more than 500 gm, the metabolism increased less rapidly than 
surface area with increasing body weight. 
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ON THE GROWTH-PROMOTING FACTOR FOR RATS 
PRESENT IN SUMMER BUTTER 

J. BOER, B. C. P. JANSEN AND A. KEN TIE 
Netherlands Institute of Nutrition and Biochemical Laboratory , 
University of Amsterdam , Holland 

ONE FIGURE 

(Received for publication August 13, 1946) 

PART I — CONFIRMATION OP ORIGINAL FINDING'S 

Boer and Jansen (’41) showed that summer butter con- 
tains a growth-promoting factor for rats distinct from vitamin 
A, vitamin D, and the essential fatty acids. The results agreed 
in substance with those of Schantz and his co-workers ( ’40) 
although there were certain differences between our results 
which will be dealt with in a later publication. Euler and his 
co-workers (’42, ’43) reported their inability to repeat our 
experiments;' their work will be discussed below. We have 
further demonstrated (Boer et ah, ’44) that by treating the 
fatty acids of summer butter with suitable adsorbing agents 
the growth-promoting factor can be removed from the 
saponifiable fraction. 

In the experiments to be described 130 male rats, 4 weeks 
old, were each fed 1 of 8 different diets, the basal part of all 
diets being, by weight, as follows : wheat flour 72 parts, casein 
5 parts, yeast 10 parts, and salt mixture 3 parts. The 8 
different experimental diets were made by adding to 90 gm 
of this mixture 10 gm of a fatty fraction which it was desired 
to test. The additions for successive diets were as follows : 
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(a) Ten per cent of the glycerol esters of the fatty acids of 
summer butter plus the unsaponifiable part of 2 gm of sum- 
mer butter daily. The glycerol esters were prepared by heat- 
ing the dried fatty acids with an equivalent quantity of anhy- 
drous glycerol at a temperature of 150° C. 

(b) Ten per cent of the glycerol esters of the fatty acids of 
summer butter plus 2 I.U. of vitamin D (as calciferol) and 
50 pg of 3-carotene daily. 

(c) The same esters as under heading (a), after adsorption 
of the esters on fuller ’s earth, plus the unsaponifiable part of 
2 gm of summer butter daily. 

(d) The same esters as under (c) plus 2 LIT. of vitamin D 
(as calciferol) and 50 ng of 3-carotene daily. 

(e) Ten per cent peanut oil plus the unsaponifiable part of 
2 gm of summer butter daily. 

(f) Ten per cent of peanut oil plus 2 LIT. of vitamin D (as 
calciferol) and 50 ng of 3-carotene daily. 

(g) Ten per cent of peanut oil after adsorption on fuller’s 
earth, plus the unsaponifiable part of 2 gm of summer butter 
daily. 

(h) Ten per cent of peanut oil after adsorption on fuller’s 
earth, plus 2 I.U. of vitamin D (as calciferol) and 50 ng of 
3-carotene daily. 

The growth experiments were continued for a period of 
10 weeks, with weekly weighings. We have considered espe- 
cially the weights after 4 weeks and after 10 weeks, first 
calculating the means in such a way that only litter mates 
were compared, and secondly making’ calculations for the 
total number of rats on each diet. Also, we have tabulated 
the mean of all the rats fed diets containing summer butter 
esters and the mean of all the rats on diets containing peanut 
oil, for each of the weeks from the fourth until the tenth. 

Comparison of the litter mates after the fourth week 

The differences between the weights of rats on the diets 
containing peanut oil and those of rats on corresponding diets 
containing the esters of fatty acids of summer butter are 
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very small (see table 1). No increase in weight was noticed 
due to the unsaponifiable fraction of butter or to the mixture 
of calciferol and carotene which was administered. No dif- 
ference in weight was observed between the rats receiving 
the glycerol esters of summer butter whether they were 
treated by adsorption upon fuller’s earth, or were left un- 
treated. 

Comparison of litter mates after the tenth week 

The difference between the effect of the summer butter 
esters and that of the peanut oil is evident for all comparable 
diets (see table 1). In 18 of the 27 pairs of litter mates the 


TABLE 1 


Growth of rats demonstrating the presence of a growth factor in summer butter .' 1 


NUMBER 
OF RATS 

I 

GROUP 

II III 

IT 

Groups I, 

II. Ill and 

IV combined. 

V 

GROUP 

VI VII 

VIII 

Groups V, 
VI, TIT 

ami yin 

combined. 


19 

19 

16 

18 


11 

16 

14 

15 


Week 











4 

99 

99 

97 

97 

9S 

97 

89 

89 

87 

90 

5 R . .. 

122 

123 

119 

120 


118 

in 

no 

109 


6 

145 

145 

142 

141 

143 

136 

127 

131 

127 

130 

■T 

160 

155 

161 

158 

158 

148 

141 

145 

142 

144 

8 

176 

171 

172 

169 

172 

163 

149 

158 

150 

154 

9 

186 

181 

180 

177 

181 

174 

158 

168 

162 

165 

‘10 

196 

190 

189 

183 

190 

185 

165 

177 

169 

173 


1 Mean weights of rats by groups at the end of each week from the fourth to 
the tenth week of the experiment. Dietary supplements for the different groups: 


Group I. 
Group II. 

Group III. 
Group IV. 
Group V. 
Group VI, 
Group VII. 

Group VIIT. 


Esters of the fatty acids and unsaponifiable part of summer butter. 
Esters of the fatty acids of summer butter and calciferol plus 
carotene. 

Esters after adsorption and unsaponifiable part of summer butter. 
Esters after adsorption and calciferol plus carotene. 

Peanut oil and unsaponifiable part of summer butter. 

Peanut oil and calciferol plus carotene. 

Peanut oil after adsorption and unsaponifiable part of summer 
butter. 

Peanut oil after adsorption and calciferol plus carotene. 
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growth of the rat receiving summer butter esters is better — 
often much better — than the growth of the litter mate re- 
ceiving peanut oil. In 5 cases, the members of a pair grew 
equally well and in only 4 instances out of 27 was the growth 
better on the diet containing peanut oil. In litter mate com- 
parison there was no significant difference between the rats 
receiving the unsaponifiable parts of butter and those receiv- 
ing a mixture of calciferol and carotene. No significant change 
in the growth promoting power was obtained upon treatment 
of either summer butter or the peanut oil with fuller’s earth 
as an adsorbing agent. 

Comparison of whole groups after the tenth week 

The rats were therefore considered as 2 groups: the first 
group contained all those rats which had received the summer 
butter acids or esters whether treated or untreated, and the 
second group contained all the rats which had received peanut 
oil whether treated by adsorption or not. The data are pre- 
sented in table 1, where the body weights after 4, 5, 6, 7, 8, 9, 
and 10 weeks are given. After 10 weeks the mean weight of 
rats on the esters of the fatty acids of summer butter is 
190 gm (column 6) as compared with a mean weight of rats 
on peanut oil of 173 gm (last column). The question arises, 
whether this difference of 17 gm in the mean weight of the 
2 groups of rats is significant. It must first be considered, 
whether the sub-groups which have been combined together 
to make the larger groups comprise homogeneous material, 
statistically speaking. When the distribution of growth figures 
within each group is considered, there is no evidence of de- 
parture from statistically normal distribution, and therefore 
we are entitled to conclude that each group is statistically 
homogeneous. We are also entitled to compare the means of 
the 2 groups, and it appears that the difference of 17 gm is 
significant, since it is 4.6 times as great as the standard error 
of the difference between the 2 means. We are therefore 
justified in concluding that after 10 weeks there is a highly 
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significant difference between the weights of rats receiving 
summer butter acids as compared with those of rats receiving 
peanut oil. This difference in weight can only be attributed 
to the esters of summer butter. 

Our data also suggest but do not establish conclusively 
from a statistical standpoint, that the presence of the un- 
saponifiable part of summer butter produces a better growth 
than the mixture of calciferol and carotene. A further in- 
vestigation of this point is under way. It is necessary to 
consider now why Euler and his co-workers were not able to 
reproduce our results. In our opinion the explanation lies 
in the fact that these workers did not exactly reproduce our 
experimental conditions. In their experiments butter which 
was obtained from milk collected during* March was used. 
According to our information, in Sweden the cows are not yet- 
put out to pasture in the month of March. They receive at 
that time foodstuffs not containing fresh grass. In our ob- 
servation it has been found that only summer butter (by 
definition butter from cows receiving fresh grass) possesses 
the property of promoting growth as described above. The 
experiments of Euler and associates were not strictly com- 
parable with our earlier experiments, because they were not 
carried out with what we have defined as summer butter. A 
rational explanation is therefore provided to account for their 
inability to reproduce our experimental results. 

Summary 

1. Confirmation has been obtained of the growth-promoting 
action of the glycerol esters of the fatty acids of summer 
butter. An explanation has been provided of the inability 
of Euler and his co-workers to confirm our earlier results. 

2. The treatment of summer butter with fuller’s earth as 

an adsorbing agent does not always remove the growth- 
promoting factor from the glycerol esters of the summer 
butter acids. , 

3. These experiments suggest but do not conclusively 
establish that the unsaponifiable part of summer butter also 
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lias a growth-promoting action apart from the action of vita- 
mins A and D. 

PAST II — THE INFLUENCE OF ADSORPTION AND HYDROGENATION 

ON THE GROWTH-PROMOTING FACTOR OF SUMMER BUTTER • 

In part I we have shown that treatment of the glycerol 
esters of the fatty acids of summer butter with fuller’s earth 
as an adsorbing agent did not always remove the growth- 
promoting factor. When adsorption treatment did produce 
a difference in growth, as seen earlier (Boer and Jansen, ’42), 
this difference was never great. Further experiments have 
therefore been made to test the effect of adsorption upon the 
growth-promoting power and also to test the effect of hydro- 
genation of summer butter upon its growth-promoting factor. 

The summer butter w r as treated with an adsorbing agent in 
the following way: the summer butter fat was mixed with 
10% by weight of dried fuller’s earth, stirred for half an 
hour at a temperature of 80° 0., and then filtered with suction 
through a Buchner funnel. Another portion was hydro- 
genated, the hydrogenation being performed at 35°C. with 
Raney nickel catalyst, by the method of Kentie and Nauta 
(’45). 

A feeding- experiment was then carried out with 3 groups 
of rats to compare the effects on growth of filtered summer 
butter treated with the adsorbent and of hydrogenated sum- 
mer butter with that of the untreated butter. The groups 
contained 11 or 12 rats each, and were fed the same basal diet 
as was used in the experiments of Part I. Litter mates were 
distributed among the experimental groups as evenly as 
possible. 

The mean results are shown in table 2. After 3 weeks on 
the experimental diets the untreated summer butter (see 
Group I) had already produced a greater growth than the 
filtered summer butter (13 gm — Group II). This difference 
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was not due to the unsaponifiable part of the butter since 
this part had been added to all the diets. The difference in- 
creased each week for 11 weeks of the experiment; in the 
last week there was a slightly greater growth due to the 
treated butter. In table 3 is shown the individual growth of 

TABLE 2 


The comparative growth promoting action of untreated summer 'butter (Group I), 
filtered summer butter after heating and stirring with fuller's earth 
(Group II), and hydrogenated summer butter (Group III j. 


WEEK OF 

BODY WEIGHT IN GRAMS AT ENI 

► .OF WEEK 

EXPERIMENT 

Group I 

Group. 1 1 

Group ill 

3 

95 

82 

7 3 . 

4 

127 

110 

98 

5 




6 

165 

143 

124 

7 ■ 

178 

153 

127 

8 

192 

167 

146 

9 

203 

176 

158 

10 

211 

182 

169 

11 

220 

189 

174 

12 

231 

202. 

187 


TABLE 

3 


The growth of individual rats after 1% week's, of the experiment , group I given 

untreated summer butter, 

group II given 

filtered summer 

butter after heating 

and stirring with fuller’s earth, and group III given hydrogenated summer butter . 

The body weights are for individual rats after 12 weeks on 

experiment. Mats on 

same line are litter mates. 




LITTER 

GROUP I 

GROUP IT 

GROUP 1 IT ' 


pm 

gm 

pm 

1 

241 

175 

190 

1 

221 

195 

193 

■ 2 ' 

234 

199 

174 

3 

225 

209 

171 

7 ' 

247 

207 

185 

■. 7 


184 

204 

9 

242 

242 

202 

11 

241 

220 

185 

11 

207 


209 

12 

232 

197 

185 

13 

219 

192 

158 

Mean 

231 

202 

187 
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the animals for the 12-week period. In all comparisons except 
one the growth on untreated summer butter was better — in 
many cases considerably better — than the growth on the 
filtrate of the same butter after treatment with fuller’s earth. 
It may be taken that the difference between the means is real 
and not to be explained as due to accidental deviation of the 
growth of one or a few rats in the group. The difference be- 
tween the means of the untreated summer butter and the 
filtered summer butter groups amounts to more than 3 times 
the standard error of these means and therefore is highly sig- 
nificant. 

In the same way it appears from tables 2 and 3 that the 
growth maintained by hydrogenated summer butter is less 
than that which is maintained by the whole summer butter. 
The difference is again evident by the end of the third experi- 
mental week and increases during the following weeks until at 
the end of the experiment the rats receiving the summer butter 
have on the average gained 51 gm more than those receiving 
the hydrogenated summer butter. -This difference is also 
highly significant as it amounts to 6 times the standard error 
of the difference between the means. Figure 1 emphasizes these 
differences graphically. We are therefore justified in con- 
cluding that the hydrogenation of summer butter removes its 
growth-promoting action. As a corollary it follows that the 
growth-promoting factor must be an unsaturated substance 
or a combination of unsaturated substances. This conclusion 
appears to contradict the finding of Schantz et al. (’40) that 
the growth-promoting factor of summer butter is a saturated 
compound. 

An objection to the above experiments might be made, that 
the hydrogenated butter fat is less well absorbed from the 
intestinal tract because it is a hardened fat. To meet this 
objection we determined the fat content of the feces of the 
rats of the 2 groups, and found that the absorption of the 
normal summer butter is about 3% less than that of the hydro- 
genated product. As the fat-content of the diet is 10%, it 
follows that the rats receiving the hydrogenated summer 
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butter fat absorbed 0.3% less of the total diet than the rats 
oil normal summer butter, a difference which cannot explain 
the great difference in growth rate. 



WEEKS 

Pig. 1 The mean growth of rats receiving treated and untreated summer 
butter fat. 

Summary 

1. When summer butter fat is treated with fuller's earth 
the filtrate loses the growth promoting action of the original 
summer butter. The difference in growth is highly significant. 

2. The growth produced by hydrogenated summer butter 
fat is quite inferior to that supported by the unchanged sum- 
mer butter. This difference also is highly significant, and 
was shown not to he explained by different rates of absorption 
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of the 2 fats. Hydrogenation destroys or changes the growth- 
promoting factor in summer butter. 

PART III — ON THE GROWTH-PROMOTING ACTION OP INDIVIDUAL 
SUMMER BUTTER ACIDS OBTAINED BY 
FRACTIONAL DISTILLATION 

In our earlier experiments reported in Part I above we 
compared the growth of rats on summer butter with the 
growth when peanut oil was added to the control diet. The 
difference in growth between the different groups of rats 
appeared in 3 to 4 weeks; it was not great but increased 
continuously during the following weeks. The slowness with 
vdiieh the difference became manifest when peanut oil was 
used is a definite drawback which accompanies the use of 
this oil. In some of our earlier experiments we had obtained 
the impression that the growth of control rats on olive oil 
diminished at an earlier time than on peanut oil, so that with 
the shortage of peanut oil which developed during the war 
we changed to the use of olive oil. Later on, when this also 
became unobtainable, we tried rape-seed oil which gave even 
better results. It was found that the growth on rape-seed 
oil and on olive oil not only diminished at an earlier time 
than on peanut oil, but also, that the difference in growth 
between the animals receiving butter and the control rats 
was greater than when peanut oil was used. 

The growth in the third week was already distinctly less 
with olive oil in the diet than when summer butter was used. 
After the third week the difference increased much more than 
when peanut oil was given instead of olive oil. For testing 
the various fractions prepared from summer butter the fol- 
lowing procedure was devised. For the first 3 or 4 weeks of 
the experiment, all the rats received a basal diet containing 
olive oil (or later rape-seed oil). The litters were then divided 
between the 3 types of diet to be used in the latter part of 
the experiment, namely, the diet containing the summer but- 
ter, the diet containing the olive oil and that containing the 
olive oil with added fractions to be tested. It was found that 
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with this procedure involving the use of olive oil we were 
able to demonstrate a difference in growth with summer butter 
within 2 weeks. 

Fractionation of the fatty acids of summer butter 

The butter fat was saponified and the methyl esters of the 
fatty acids were prepared. These esters were subjected to 
fractional distillation at low pressures, by the method of 
Podbilniac, using a distillation column 24 m in length. 1 The 
lower fractions up to fraction 10 (presumably C ]g ) were prob- 
ably each fairly pure esters of a single acid (table 4). The 
higher boiling fractions were not esters of a single acid, but 
their fractionation served satisfactorily for a preliminary 
separation of active from inactive material. Each fraction 
was saponified and then esterified with glycerol at 150° 0. 
(This was impossible in the case of butyric and eaproic acids, 
whose boiling points were too low. These 2 acids were there- 
fore esterified with ethanol.) A summary of the fractiona- 
tion procedure is given in table 4. 

Growth experiments with the different fractions 

In the first experiment the first 4 fractions of table 4 were 
tested. Eighty rats, male and female, were distributed as 
equally as possible with regard to litter mates among 5 
groups. Each group received the basal diet with an added 
10% of fat. The first group received 10% olive oil. The suc- 
ceeding 4 groups received fractions described under num- 
bers 1 to 4 in table 4. In groups II, III and IV that amount 
of the fraction present in 20 gm of butter plus olive oil to 
bring the weight up to 10 gm total fat was added. The rats 
were maintained on the different diets for 1 week, and at 
the end of this time there was no difference in the growth rate 
of the different groups. Further experiments described below 

1 We are very much indebted to Prof. D. J. Coops who kindly permitted us to 
use the fractionating column in his chemical laboratory of the Free University 
of Amsterdam. 
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indicate definitely that when the growth-promoting factor is 
present the difference in growth between groups receiving 
the factor and those receiving only olive oil or rape-seed oil 
appears within the first week of the experiment. When there 
is no difference in growth found during the first week we 
are therefore entitled to conclude that the growth-promoting 
factor very probably is absent from the fraction under test. 

TABLE 4 


Fractional distillation at 15 mm of the methyl esters of the fatty acids of 
summer butter. 


FRACTION 1 ' 

' ' NO. 

WEIGHT 
. IN GM 

MOLECULAR 

WEIGHT 

IODINE* 

VALUE 

PRINCIPAL 

COMPOUNDS 

DESCRIPTION 

1 

u 


1.30 

butyric acid 

liquid 

o 

2 6.5 

128.9 

6.00 

caproic acid 

liquid 

3 

21.8 

159.2 

3.22 

eaprylie acid 

liquid 

4 

40,6 

185.7 

16,36 

eaprie acid 

liquid 

5 

52.2 

215.3 

9.61 

lauric acid 

liquid 

6 

171.0 

244.6 

9.18 

myristic acid 

liquid 

7 

33.8 

253.8 

9.68 

mixture 

liquid 

8 

360.4 

263.3 

10.27 

mixture 

solid 

9 

93.5 

279.1 

35.99 

mixture 

half -solid 

10 

189,0 

298.5 

72.81 

mixture 

liquid 

11a 

253.4 

293.4 

73.44 

mixture 

half -solid 

lib 

172.3 

291.6 

66.80 

mixture 

half -solid 

12 

88.8 

293.5 

45.52 

mixture 

half -solid 

14 

24.7 

277.2 

73.46 

mixture 

solid 

15 

10.0 

265.2 

68.44 

mixture 

solid 

10 

23,3 

283.3 

61.44 

mixture 

solid 

residual 

54.5 


38.51 

mixture 

solid 


The conclusion is therefore justified that the growth pro- 
moting action of summer butter is not caused by the volatile 
fatty acids it contains, as is sometimes supposed on account 
of their presence in butter but not in other fats. The next 
3 fractions containing chiefly lauric, myristic and tetradecenic 
acids, respectively, were similarly tested with negative re- 
sults. In a third experiment fraction 8, fraction 9, and the 
heated glycerides of summer butter acids were examined 
with the results shown in table 5. The heating experiment 
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was designed to subject the natural glycerides of summer 
butter to the same high temperature as was used in pre- 
paring the glycerol esters after fractionation of the natural 
fat of the butter. The object was to test the effect of the 
heating upon the growth promoting factor present in the 
butter in order to determine whether it was stable to such 
a degree of heat. The growth experiment lasted 3 weeks and 
from table 5 it can be seen that fraction 8 contained the 
growth- promoting factor but that fraction 9 did not. The 

TABLE 5 


Growth of rats after 3 weel's on the basal diet with different added fats; 
group I , olive oil; group 11 , olive oil phis fraction 3 (table 4); group III , olive 
oil phis fraction 9 (table 4) ; group IV, heated summer butter fat. 


LITTER FROM 

WHICH MATES 

WERE TAKEN 


WEIGHT OF 'RATS 


Group I 

Group II 

Group III 

Group IV 


gm 

grn 

gm 

<jm 

1 

66 

77 

68 

76 

, - 2 

27 

75 

60 

65 

8 

58 

87 

51 

51 

7 


81 

41 

71 

9 

50 

57'. 

61 

79 

10 

80 

101 

89 

91 

13 

64 

70 

65 

70 

14 

51 

72 

65 

59 

4 

76 

87 



6 

34 

65 



12 

64 

58 



mean 

. . . 57 

76 

63 

70 


last column of the- table shows that the growth on the esters 
exposed to a high temperature is distinctly better than the 
growth on olive oil. Tims we might also conclude that a high 
temperature does not necessarily destroy the factor wholly, 
although we cannot be sure that a partial destruction has 
not taken place. In order to extend the evidence for the 
existence of the growth-promoting factor present in fraction 
8 we have repeated the experiment twice, first over a period 
of 2 weeks and then over a period of 1 week. The results 
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are summarized in table 6, and it is clear in each case with 
the shorter experiment that there is good evidence for the 
existence of the growth-promoting factor in this fraction. 

TABLE 6 

Growth of rats after 8 weeks and after 1 week on the basal ration with the ad- 
dition of olive oil alone as compared ivith that of olive oil phis the active fraction 
of summer butter (group 1 — olive oil ; group II — olive oil plus fraction 8 in 
table 4 j. 


LITTER PROM WHICH 
..MATES WERE TAKEN 

weight m GM 

Group I 

Group II 

4a 

Weight after 2 weeks on diet 

38 

40 

6a 

16 

32 

3 a 

22 

42 

2a 

32 

64 

2b 

33 

54 

3b 

17 

66 

3b 

38 

45 

4b 

30 

42 

lb 

10 

38 

mean 

26 

49 

1 

Weight after 1 week on diet 

31 

22 

2 

11 

31 

8 

23 

38 

9 

21 

22 

10 

33 

38 

13 

29 

30 

14 

22 

29 

4 

24 

38 

6 

22 

34 

12 

27 

22 

4a 

21 

18 

6a 

17 

16 

3a 

4 

22 

2a 

14 

40 

mean 

21 

29 
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Summary 

1. By using olive oil or rape-seed oil and feeding all the 
rats in an experiment for the first 3 weeks with the olive oil 
diet, before dividing them into groups which are to receive 
the different fractions, the test for the presence of the growth- 
promoting factor is improved so that it can be completed in 
1 or 2 weeks. 

2. We have fractionated the methyl esters of the fatty acids 
of butter and after replacing the methyl groups by glycerol 
residues, we have administered the different fractions to 
various groups of rats in the growth tests. 

3. The fractions up to C 1S acids did not contain the growth- 
promoting factor, but we have succeeded in isolating a frac- 
tion beyond the C 1S acid that did contain the growth -promoting 
factor. 

PART IV— ISOLATION OF THE GROWTH-PROMOTING FACTOR 
PRESENT IN THE FATTY ACIDS OF SUMMER BUTTER 

In order to account for the apparent contradiction between 
our results reported above, and those of Schantz et al. ( ’40) 
we have made the following working hypothesis. The growth- 
promoting factor is an unsaturated substance containing 
18 C-atoms, which, after Twitchell separation is found in the 
so-called saturated fatty acid fraction. It is distinct from 
■ oleic, linoleic and linolenic acids. The only known acid which 
satisfies the above conditions is vaecenic acid, which has been 
described by Bertram (’28), and identified by him as A-ll, 12 
elaidinic acid. 

Separation of vaccenic acid from the fatty acids 
of summer butter 

The fatty acids were first separated according to the 
method of Twitchell (’21) and the solid unsaturated fatty 
acids present in the fraction designated the saturated fatty 
acids were isolated as described by Bertram. 
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Four hundred and seven gm of fatty acids derived from 
summer butter were dissolved in 500 ml of 96% ethanol, and 
to the warm solution was added a boiling solution of 
130 gm of lead acetate and 1 liter of ethanol, and the mixture 
allowed to stand for 48 hours for crystallization of the lead 
soaps. The precipitated lead soaps were filtered with suction 
and then washed out with 250 ml of ethanol. The solid lead 
soaps were crystallized once more from 2 liters of ethanol, 
and then were boiled with hydrochloric acid (in the ratio of 
1 to 1), dissolved in ether and washed out. The iodine value 
(Hanus) of the solid fatty acids obtained upon distillation 
of the ether was 8.8. 

These solid fatty acids were warmed to liquefy them and 
added to a warm solution of 250 gm of mercuric acetate in 
200 gm of acetic acid and 800 ml of 98% methanol. After 
standing for 24 hours the precipitated mercury salts were 
filtered with suction, and the filtrate cooled and at the same 
time 175 ml of concentrated HC1 added. The acids which 
separated were taken up in petroleum ether, and the solution 
was washed with water and filtered. The petrol-ether was 
removed by distillation and left behind a mixture of fatty 
acids which was saponified. From the soap by acidification 
was obtained 17.1 gm of fatty acids with an iodine value of 
48.9. These acids were treated once more with 50 gm of 
mercuric acetate, 15 ml of acetic acid and 60 ml of methanol ; 
after saponification of the reaction mixture and regeneration 
of the acids we obtained 8.3 gm of solid fatty acids with an 
iodine value of 84.5. 

In order to remove the liquid .unsaturated fatty acids still 
present in this fraction the mass of solid acids was subjected 
to a Twitehell-separation (’21), following which there re- 
mained a solid fraction which weighed 2.3 gm and had an 
iodine value of 81.4 and a melting point of 36°. The molecular 
weight of the fraction was about 280, but no further investiga- 
tions were carried out in order to save the small fraction 
for biological testing. A comparison of the above data with 
those of Bertram suggests that the material obta'ned by us is 



GROWTH FACTOR IX SUMMER BUTTER 355 

relatively pure although it is very likely that it contains traces 
of saturated fatty acids and oleic acid. We obtained 0.5$ 
yield from the butter acids, a quantity considerably greater 
than that obtained by Bertram (about 0.01$). 

The fraction obtained in this way, consisting chiefly of 
vaccenic acid, was tested by growth experiments in the same 
way as described above. In the first experiment 29 rats were 
used which had received the basal diet plus rape-seed oil dur- 
ing a preliminary period of 4 weeks, and then were divided 
into 3 groups. The 3 groups then received the basal diet 
plus 10% summer butter, the basal diet plus 10% rape-seed 
oil, and the basal diet plus 10% rape-seed oil to which the 
vaccenic acid fraction bad been added, respectively. As the 
exact vaccenic acid content of the summer butter was unknown 


TABLE 7 

First growth test comparing simmer butter, rape-seed oil , and rape-seed oil with 

vaccenic acid. 


LITTER 

FROM 

WHICH 

GROUP I 

SUMMER BUTTER 

GROUP II 

RAPE -SEED OIL 

GROUP III 

RAPE-SEED OIL PLUS 
VACCENIC ACID FRACTION 

WERE 

TAKEN 

Growth during 
successive periods: 

Growth during 
successive periods : 

Growth during 
successive periods: 


4 weeks 1 week 
on rape- on 
seed oil butter 

18 days 
on 

butter 1 

4 weeks 
on rape- 
seed oil 

1 week 18 days 
on rape- on rape- 
seed oil seed oil v 

4 weeks 
on rape- 
seed oil 

MS' Tr'c"' 

fraction , 

1 

53 12 

50 

101 

33 20 

94 

26 41 

2 

77 31 

36 

88 

22 33 



3 

90 34 

39 

87 

32 37 

93 

29 53 

4 

100 29 

50 

91 

24 34 

90 

18 46 

6 

74 29 

63 

67 

19 35 



7 

100 30 

45 

88 

20 32 

118 

26 43 

7 

105 30 

45 





8 

85 18 

46 

83 

19 34 

70 

20 40 

9 

68 24 

33 

67 

22 33 



10 



98 

' 24 46 

82 

26 44 

12 



77 . 

21 34 

77 

19 41 

12 





83 

22 ■ ' 42 

11 



89 

22 28 

72 

19 38 

mean 

84 26 

45 

85 

23 33 

87 

23 43 


1 An analysis of variance for the figures for the last 18-day period shows that the 
probability of these results arising from random sampling is far below 1%. 
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the working assumption was made that it contained twice as 
much as we had actually isolated in our experiment. As much 
vaecenic acid as will then be contained in 20 gm of butter was 
added to the 10 gm of rape-seed oil mixed with each 90 gm 
of fat-free basal diet. The results of this experiment are 
given in table 7 where the data on growth during the pre- 
liminary period on rape-seed oil are given, followed by those 

TABLE 8 


Summary of experiments confirming tests reported in table 7, Group I — summer 
butter; group II — rape-seed oil; group III — rape-seed oil plus 
the vaecenic acid fraction . 


Litter 
from which 
rat was 
taken 

SECOND COMPARISON 

Growth in final 

16 days with group 

THIRD COMPARISON 
| ' ■ ' ■ 

Litter Growth in final 

from which 16 days with group 

I 

II 

III 

taken 

i 

II 

III 


gm 

gm 

gm 


gm 

gm 

gm 

4 

62 

13 

50 

1 

51 

46 

54 

6 

39 

35 

32 

2 

42 

42 

45 

7 

51 

39 

48 

4 

43 

34 

40 

7 


29 

48 

i : 7 

55 

38 

44 

9 

47 

27 

37 

1 8 

45 

43 

43 

9 



36 

11 

44 

42 

48 

10 

54 

48 

44 

12 

47 

32 

44 

12 

33 

34 

35 

14 

57 

39 


14 

54 

32 

34 

14 


32 


3 

33 

23 


15 


38 

49 

11 


44 

53 









Mean 

48 

39 

46 

Mean 

47 

32 

41 









Analysis of 

variance : 

probability of 

Analysis of variance: 

probability of j 

! chance occurring considerably less than 

chance occurrence 2*&. 


'■A! 

! 1%, 





for the growth exhibited during 2 periods upon the summer 
butter and vaecenic acid as well as the rape-seed oil. It is the 
figures for the growth during the last period to which we 
wish to direct attention. These data were subjected to an 
analysis of variance by the method of Snedecor (’46), and it 
was found that the probability of such results occurring purely 
on the basis of random sampling is considerably less than 
1%. We may therefore regard the results as highly sig- 
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nificant and ascribe the responses obtained to the dietary 
treatment; that is, to the addition of vaecenie acid to the basal 
diet as compared with the addition of rape-seed oil and sum- 
mer butter. 

In order to confirm this result the same experiment was 
repeated twice with different groups of rats, the first experi- 
ment being continued for 2 weeks and the second experiment 
being continued for only 1 week. The results are shown in 
table 8. The probability of such results being obtained on the 
basis of pure chance is about 2% for the second experiment 
and well below 1 % for experiment 3. They thus confirm 
exactly the first experiment reported. 

Summary 

1. The fraction obtained from summer butter fatty acids 
consisting chiefly of vaecenie acid has a marked growth- 
promoting action. When this fraction was added to a basal 
diet containing rape-seed oil growth became better; the dif- 
ference in growth was highly significant. 

2. The growth on summer butter itself was still better than 
the growth on the added quantity of vaecenie acid. The dif- 
ference is significant but not highly significant. No reason 
can be ascribed for this difference since the exact quantity of 
vaecenie acid in the summer butter is not known. 

SUMMARY AND CONCLUSION 

Earlier experiments, in which we found a better growth in 
young albino rats on summer butterfat than on vegetable oils, 
were confirmed. The growth-promoting action was mainly 
present in the saponifiable fraction, that is, in the fatty acids. 
On fractionating the methyl esters of the acids of butterfat by 
distillation in vacuo, the activity was found in the C I8 -fraetion. 
On fractionating first with lead acetate and then with mercuric 
acetate we obtained a fraction chiefly containing vaecenie acid. 
This fraction possessed distinct growth-promoting qualities. 
It seems highly probable therefore that vaecenie acid is a 
growth-promoting factor present in summer butter. 
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THE GROWTH-PROMOTING ACTION 
OF VACCENIC ACID 


J. BOEK, B. C. P. JANSEN, A. KENTIE AND H. W. KNOL 
Netherlands Institute of Nutrition and the Laboratory for Physiological 
Chemistry, University of Amsterdam , Holland 

(Received for publication August 13, 1946) 

As demonstrated in the preceding paper, a fraction obtained 
from the fatty acids of summer butter and consisting chiefly 
of vaccenic acid had, when added to a diet with rape-seed oil, 
a growth promoting action similar to that of summer butter. 
Vaccenic acid was thought to be responsible for the growth 
promoting action of summer butter. However, the possibility 
remained that other substances were present in the fraction, 
and that one of these was the cause of the growth promoting 
action of summer butter. To prove that vaccenic acid was the 
active principle it was desirable to obtain it from a source 
other than summer butter and show that it had the same 
effect. Therefore, we looked for a method to obtain vaccenic 
acid from other material. 

Boeseken, Krimpen and Blanken ( ’30) described a method 
for hydrogenation of China wood oil, a fat consisting chiefly 
of alpha-oleostearic acid. This acid contains 3 double bonds. 
By modifying the method of Boeseken and his coworkers 
through use of a nickel-catalyst, and by partial hydrogenation 
it was possible to obtain a material consisting for the greater 
part of vaccenic acid, an acid with a single double bond 
between C u and Cj 2 . Vaccenic acid obtained in this manner 
has been shown to have the same effect as the growth promot- 
ing factor from summer butter. Though we have few experi- 
mental data to report, the results appear so striking that 
publication of the data seems desirable. 
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Twenty-two rats were placed on 3 different diets, the first 
containing 10% summer butter, the second 10% rape-seed oil, 
and the third 10% rape-seed oil to which 3% hydrogenated 
China wood oil was added (consequently 0.3% of the total 
food) . The basal diet was the same as described in our earlier 
publications. The results are given in table 1. 


TABLE 1 

Individual growth of rats in 4 weeks . 


' LITTER 

SUMMER BUTTER 

RAPE-SEED OIL 

RAPE-SEED OIL : 

' PLUS ' • ' 

HYDROGENATED 

CHINA WOOD OIL 


gm 

gm 

gm 

1 

116 

66 

103 

3 

138 

79 

122 

4 

114 

74 

100 

7 


95 

103 

9 

107 

* 71 

90 

6 

112 

89 


8 

109 

89 


0 


88 

114 

5 


78 

82 

Mean growth : 

116 

81 

102 


Analysis of variance shows the probability of obtaining this result by pure 
chance to be far less than 1%. 


We feel our experiments prove that China wood oil, added 
to a diet with rape-seed oil, has a growth promoting action. 
Because the fraction of summer butter and the hydrogenated 
wood oil have a similar growth promoting action, and since 
both fractions consist chiefly of vaccenic acid, we have con- 
cluded that the growth promoting factor of summer butter is 
vaccenic acid. 
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SOME EFFECTS OF METHIONINE ON THE 
UTILIZATION OF NITROGEN IN 
THE ADULT DOG 1 
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New Brunswick, New Jersey 

THREE FIGURES 


(Received for publication June 10, 1946) 


The relationship between nitrogen balance and absorbed 
protein nitrogen in dogs and in man is linear in the regions 
of negative and low positive nitrogen balances (Allison and 
Anderson, ’45; Brieker, Mitchell and Kinsman, ’45). The 
slope of this line is equal to the fraction of food nitrogen 
retained in the body of the animal and therefore, by definition, 
to the biological value of the dietary protein provided the 
excretion of body nitrogen is not affected by the dietary nitro- 
gen. The excretion of body nitrogen, however, was shown to 
be a variable in protein depleted dogs fed egg white (Allison, 
Seeley, Brown and Anderson, ’46) so that the slope of the line 
in these experiments was not equal to the biological value of 
the protein but was some function of it. The feeding of egg 
white nitrogen to these depleted animals conserved body nitro- 
gen, a finding which is in agreement with data obtained in 

1 The subject matter of this paper has been undertaken in cooperation with the 
Quartermaster Corps Committee on Food Research. 

Acknowledgment is made also for the support of the protein metabolism fund 
of the Bureau of Biological Research, Rutgers University. 

Presented before the Division of Agricultural and Food Chemistry of the 
American Chemical Society, Atlantic City, April, 1946. 
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similar experiments on rats (Willman, Swanson, Stewart, 
Stevenson and Brush, ’45). It has been suggested that the 
slope of the line be called the nitrogen balance index of the 
dietary protein since the slope is the rate of change of nitrogen 
balance with respect to nitrogen intake, a function of but not 
necessarily equal to the biological value (Allison, Seeley, 
Brown and Anderson, ’46; Allison, Anderson and Seeley, ’46). 

Further information is needed however to evaluate this 
concept of food nitrogen affecting the excretion of body nitro- 
gen. A review of the literature shows that methionine reduces 
the excretion of nitrogen in normal adult dogs receiving a 
protein-free diet (Miller, ’44). Stevenson, Swanson, Willman 
and Brush ( ’46) have reported also a nitrogen sparing action 
of methionine in the rat. It seemed possible that this amino 
acid could effect a nitrogen sparing action in normal dogs 
similar to that found for egg white in protein depleted ani- 
mals. Studies were planned therefore, to evaluate the effect 
of methionine on the excretion of nitrogen and on the nitrogen 
balance indexes of dietary proteins in normal adult dogs. 

METHODS 

The isocalorie diets and experimental techniques in these 
studies were the same as those described previously (Allison 
and Anderson, ’45 ; Allison, Seeley, Brown and Anderson, ’46) . 

The dogs were healthy normal mongrels, free from para- 
sites. They weighed from 8 to 11 kg. The urine and feces 
were collected daily, 4-day collections being pooled for 
analysis. A preliminary feeding period of 4 days preceded 
the collection period in those experiments in which the nitro- 
gen balance indexes were determined. The urine and feces 
were analyzed for total nitrogen by the Pregl micro-Kjeldahl 
method using selenium oxychloride as the catalyst. Urine urea 
and ammonia were determined by the aeration procedure of 
Van Slyke and Cullen (T6). The method of Folin (’14) was 
used to determine the urine creatine and creatinine. 
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RESULTS 

Table 1 is a summary of average data obtained on 3 dogs 
fed consecutively a protein-free diet, a casein diet, and an 
egg white diet, dl-methionine being added to each diet during 
1 of the 4-dav collection periods. The dogs were fed the 
protein-free diet for 4 days (period 1) during- which time the 

TABLE 1 

Average data obtained on- 3 dogs fed dl-methionine and other sources of nitrogen, 

. The data were obtained consecutively , each set representing the average 
results of a 4-day collection period. Absorbed nitrogen f urinary 
nitrogen , and nitrogen balance are expressed as gm/day/nr 
of body surface area. 


PERIOD 

NO. 

NITROGEN 

SOURCE 

absorbed 

NITROGEN 

gm/day/m: 2 

. urine' 

N 1TROGEN 
GM: /DAY/M- 

NITROGEN 

BALANCE 

GM/DAY/M 2 

1 

protein free 

0 

2.56 

— 3.02 

2 

dl-methionine 1 

0.24 

1.88 

— 2.27 

3 

protein free 

0 

1.82 

— 2.32 

4 

protein free 

0 

2.65 

— 3.18 

5 

casein 

1.80 

2.99 

— 1.50 

6 

casein -f- dl-methionine 1 2.04 

1.78 

— 0.22 

7 

casein 

1.80 

1.49 

~~ 0.19 

8 

casein 

1.80 

2.33 

— 1.04 

9 

egg white 

1.96* 

1.79 

— 0.29 

10 

egg white + 





dl-methionine 1 

2.10 

1.35 

4- 0.35 

11 

egg white 

1.96 

1.51 

0 

12 

egg white 

1.96 

1.52 

— 0.04 

13 

egg white 

1.96 

1.99 

l 

p 


1 An average of 0.24 gm of dl-methionine nitrogen was fed to each dog each 
day/m 3 of body surface. All of the amino acid nitrogen was absorbed. 

average excretion of urine nitrogen was 2.56 gm and the nitro- 
gen balance was — 3.02 gm/day/m 2 of body surface area. An 
average of 0.24 gm/day/m 2 of dl-methionine nitrogen was 
added to the protein-free diet for the next 4 days (period 2b 
All of the amino acid nitrogen was absorbed. The excretion 
of urinary nitrogen was reduced during this period to 1.88 gm, 
the nitrogen balance being increased to — 2.27 gm/day/m 2 . 
This body nitrogen sparing action of methionine, similar to 
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that reported bv Miller (’44), was carried over into the third 
period even though the amino acid had been removed from 
the diet. The excretion of nitrogen returned to control values 
during period 4. 

The protein-free diet was supplemented with casein during 
period 5. The excretion of nitrogen in the urine increased 
during this period to 2.99 gm/day/m 2 , an increase which would 
be expected from previous studies on the nitrogen balance 
index of casein (Allison and Anderson, ’45). Addition of the 
same amount of methionine to this casein diet (period 6) as 
was previously added to the protein-free diet resulted in a 
marked decrease in the excretion of urinary nitrogen (to 
1.78 gm/day/m 3 ) and an increase in the nitrogen balance 
almost to equilibrium (to — 0.22 gm/dav/m 2 ). Supplementa- 
tion with methionine reduced the excretion of nitrogen more 
when the dogs were fed the casein than when they were fed 
the protein-free diet. These data can be interpreted to mean 
that methionine is supplementing both body and casein nitro- 
gen. The reduction in excretion of nitrogen was carried over 
into period 7 when the dogs received casein unsupplemented 
with methionine. 

The excretion of urinary nitrogen and the nitrogen balance 
in period 8 were approaching the initial values for casein 
(period 5) when egg white was substituted for casein in 
period 9. Egg white caused a decrease in the excretion of 
urinary nitrogen (period 9) from that previously found for 
casein (period 8). This decrease in excretion of urinary nitro- 
gen through feeding egg white agrees with previous experi- 
ments (Allison, Seeley, Brown and Anderson, ’46). The 
addition of methionine to egg white (period 10) caused urinary 
nitrogen to decrease and the nitrogen balance to increase but 
these changes were not as marked as in the experiments on 
the casein diet. As in the previous experiments the sparing 
action was carried over into periods when the diet contained 
no additional methionine above that present in the egg white. 

Figure 1 illustrates average urinary nitrogen excretions in 
3 dogs receiving the protein-free diet for 4 days and then the 
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protein-free diet supplemented with methionine for 3 4-day 
periods (blocks with slanted lines) followed by the unsupple- 
Hiented diet again. Approximately 0.24 gm of methionine 
nitrogen per day per square meter of body surface area was 
added to the protein-free diet. These data demonstrate that 
the urinary nitrogen excretion remains depressed when the 
feeding of methionine is extended from 4 days used in the 
experiments recorded in table 1 to 12 days. Again the nitro- 
gen excretion remained below control levels for several days 
after the methionine was removed from the diet. 



days ABSORBED NITROGEN Gms/Doy/Sq-M. 

Figure 1 Figure 2 


Fig. 1 Average daily excretion of urinary nitrogen in 3 dogs fed protein-free 
diet (white blocks) and protein-free diet plus 0.24 gm of di-methionine nitrogen/ 
day/m 2 body surface area (diagonal lines). 

Fig. 2 Absorbed nitrogen (gm/day/m 2 ) vs. nitrogen balance (gm/day/nf*) . 
These data were obtained while feeding 3 dogs casein diet supplemented with 
methionine in the ratio of 1 gm of methionine nitrogen to 14 gm of casein nitrogen. 

The effect of the nitrogen sparing action of methionine on 
the nitrogen balance index is illustrated in figure 2 by 
average data obtained on 3 dogs fed casein supplemented with 
dl-methionine (lgm of dl-methionine nitrogen to 14 gm of 
casein nitrogen). The relationship between nitrogen balance 
and absorbed nitrogen is linear in the region of negative nitro- 
gen balance, becoming curvilinear in the region of positive 
nitrogen balance. The curvilinearitv originates closer to zero 
nitrogen balance in methionine-supplemented than unsup- 
plemented casein. The average slope of these lines in the 
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region of negative nitrogen balance is 1.5 almost double tbe 
nitrogen balance index of 0.8 for unsuppleniented casein. 

The nitrogen sparing action of methionine can be illustrated 
by applying this nitrogen balance index to the following equa- 
tion derived previously (Allison, Seeley, Brown and Ander- 
son, ’46). 

EN=NE 0 — AN (K-BV) (1) 

where EN is the nitrogen excreted from body sources, NE 0 the 
excretion of nitrogen on a protein-free diet, AN the absorbed 
nitrogen, K the nitrogen balance index and BY the fraction 
of nitrogen retained in the body of the animal. Since BY can 
never be greater than unity the value for Iv of 1.5 results in 
a positive figure in the parenthesis of equation (1). Thus the 

TABLE 2 

Average nitrogen balance indexes determined on groups of 
3 dogs fed the casein diet alone and the casein diet 
supplemented with various amounts of methionine . 


METHIONINE N 

CASEIN N 

NITROGEN 

BALANCE 

INDEX 

0.000 

0.78 

0.004 

0.86 

0.008 

0.95 

0.025 

1.58 

0.071 

1.50 


excretion of body nitrogen EN decreases as absorbed nitro- 
gen (AN) increases. Feeding casein supplemented with 
methionine spares body nitrogen in the normal dog, therefore, 
even as egg white spares body nitrogen in the depleted ani- 
mal. The curvilinearity of the lines in the region of positive 
nitrogen balance (fig. 2) proves that the sparing action 
decreases rapidly as nitrogen intake increases in this region. 
The maximum sparing of nitrogen by methionine supple- 
mented casein is, therefore, in the region of nitrogen 
equilibrium. 

The data in table 2 demonstrate the effect of adding dif- 
ferent amounts of dl-metliionine on the nitrogen balance index 
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of casein. As the ratio between methionine and casein nitro- 
gen increases the nitrogen balance index increases gradually 
from approximately 0.8 for unsupplemented casein to a 
maximum around 1.5 for supplemented casein. 

The data in figure 3 illustrate the relationship between 
urinary nitrogen excretion and methionine nitrogen intake, 
when the amino acid was added to the diet containing a con- 
stant amount of casein nitrogen (3 gm/day/m 2 of body surface 
area). These data demonstrate that as the amount of 
methionine nitrogen added to the casein increases the excre- 
tion of urinary nitrogen decreases rapidly to a minimum and 
constant value. This minimum value of excretion coincides 



METHIONINE NITROGEN Gms/Doy/Sq.M. 

Fig. 3 Urinary nitrogen excretion (gm/day/m 2 ) in 3 dogs fed a diet supple- 
mented with different amounts of methionine nitrogen but containing a constant 
amount of casein nitrogen (3 gm/day/m 2 of body surface area). 

with the establishment of the constant maximum nitrogen bal- 
ance index of 1.5 to 1.6 recorded in table 2. There is then a 
definite and fixed amount of methionine necessary to produce 
the maximum sparing action of the casein body nitrogen mix- 
ture. Emphasis is put upon this mixture because no real 
separation can be made between the dietary and body nitro- 
gen. Schoenheimer and Rittenberg (’40), for example, have 
demonstrated a dynamic equilibrium between tissues and the 
surrounding media which makes the separation of food nitro- 
gen from body nitrogen a difficult task. The methionine is 
supplementing body nitrogen alone when fed with protein- 
free diet, but it supplements a new pattern made up of dietary 
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as well as body nitrogen when fed with casein or with egg 

white. 

The data summarized in table 3 show that the decrease in 
the excretion of urinary nitrogen which accompanies the addi- 
tion of methionine to casein is due to a decrease in the excre- 
tion of urea and not of ammonia, creatinine, or creatine. Thus 
methionine affects the metabolic paths involved in the syn- 
thesis of urea altering the ratio between excretion of ammonia 
and urea. 

TABLE 3 

Average data obtained on 3 dogs fed approximately 3 gm of casein nitrogen per 
day per square meter of body surface area. Different amounts of di-methionine 
(recorded in column 1) were added to the casein. Each set of data repre- 
sents the average excretion over a period of 4 days. The data were 
obtained consecutively with a 4-day adjustment period when 
the diet was changed in methionine concentration . 


■ Dti METHIONINE 
HO/BAY 


urinary nitrogen 


Creatinine 

mg/day/m 1 2 

Creatine 

mg/day/in 2 

Ammonia 
mg/ day/ m 2 

Urea 

..ing/day/m® 

0 

167 

35 

372 

1974 

0 

160 

37 

401 

2054 

50 

157 

42 

407 

1612 

100 

185 

31 

402 

1516 

0 

169 

36 

404 

1700 

200 

172 

42 

361 

891 

500 

170 

31 

410 

805 

0 

162 

40 

423 

1646 

1000 

155 

48 

530 

796 


SUMMARY 

1. The addition of dl-methionine to a protein-free diet or to 
diets containing casein or egg white will reduce the excretion 
of nitrogen in adult dogs. The excretion remains lower than 
control values for several days after the amino acid has been 
removed from the diet. The addition, therefore, of methionine 
to these diets spares nitrogen in the animal, the sparing action 
being more marked in the presence of casein than of egg white. 

2. The relationship in normal adult dogs between nitrogen 
balance and absorbed casein nitrogen supplemented with 
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methionine is linear in the region of negative nitrogen balance 
and curvilinear in the region of positive nitrogen balance. 

3. The slope of the line in the region of negative nitrogen 
balance (nitrogen balance index) increases from 0.8 in un- 
supplemented to from 1.5 to 1.6 in methionine supplemented 
casein. Slopes greater than unity prove that the addition of 
methionine to casein spares body and dietary nitrogen in the 
animal. This sparing action decreases rapidly in the region of 
positive nitrogen balance where the slope is a decreasing 
variable. 

4. A definite quantity of methionine is required to produce 
the maximum nitrogen sparing action. The addition of 
0.025 gm of methionine nitrogen to 1.0 gm of casein nitrogen 
produces a maximum nitrogen balance index of approximately 
1.5. The addition of larger quantities of methionine to the 
casein does not alter this index. 

5. Methionine produces the nitrogen sparing action through 
a reduction in the excretion of urea nitrogen, the ratio between 
ammonia nitrogen and urea nitrogen being increased. 
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Studies of the nitrogen excretion in rats and dogs on low 
levels of dietary nitrogen have shown that the addition of 
egg white protein to the diet results in a reduction of the 
nitrogen excretion which is not produced by casein (Swanson, 
’46; Allison, ’45). It had previously been shown that a part 
of the nitrogen of certain amino acids fed singly to dogs on a 
low-protein diet is retained or spares body protein (Nielsen 
et al., ’39). The same situation was found to obtain in i*ats 
(Swanson, ’46), and the nitrogen-sparing effect of methionine 

1 Tliis work was done under a contract between the University of Southern 
California and the Research and Development Branch, Military Planning Division 
of the Office of the Quartermaster General, T7.S.A. 

The subject matter of this paper has been undertaken in cooperation with the 
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3 We wish to thank Mr. W. R. Harriman, Director, and Dr. Douglas W. Ritchie, 
Medical Director, for making the arrangements essential to this study; and to 
acknowledge the invaluable assistance of Miss Edinonda Hughes, Head Dietitian, 
in the planning and preparing of the diets. 
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in dogs has been confirmed (Allison, ’45, ’46). In these later 
animal experiments, the amount of body protein nitrogen 
which is spared is greater than the methionine nitrogen in- 
gested. Such an effect would be of considerable importance 
in human nutrition under conditions of restricted food and 
water intake. Body protein would he conserved and less water 
would be required for the excretion of urea and other solutes 
as the result of including a relatively small amount of a single 
amino acid in the restricted diet. 

The present studies were undertaken to determine whether 
such an effect is produced by methionine in men. Since it is 
to be expected that such an effect will most probably be ob- 
served when the caloric needs are met from non-protein 
sources, the bulk of the experiments were carried out at 
relatively high caloric intakes with protein intake of 75 gm 
(Diet A) or restricted to 14 gm per day (Diet B). A few 
experiments were also carried out at a lower caloric level, with 
the protein intake reduced to about 5 gm per day (Diet C). 
It should be recognized at the onset that the experimental 
periods were not prolonged, and that the subjects began each 
restricted period without depletion of protein stores. The 
conclusions can only be applied to short periods of protein 
restriction, and may be modified if it is possible to study sub- 
jects whose protein stores have been depleted. However, the 
conditions are comparable to those under which an effect has 
been noted in experimental animals. 

EXPERIMENTAL 

Subjects 

The major part of the study was carried out upon 8 male 
volunteers who were patients at the Rancho Los Amigos. 
These men ranged in age from 27 to 53 years, and were not . 
suffering from ailments which would be expected to alter their 
nitrogen metabolism. This expectation was borne out by the 
constancy of the metabolic data obtained, except for the case 
of subject no. 13, who showed definite evidences of metabolic 
disturbances during the latter part of the experiments. 
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The supplementary experiments at more restricted protein 
intakes were carried out on 4 healthy, adult, male research 
workers in the same age group as the other subjects. 4 

Control of the subjects. The subjects at the Rancho Los 
Amigos were confined to 1 ward which was used exclusively 
for this experiment. A nurse was in attendance at all times, 
and during the day 2 nurses and an attendant were on duty. 
Subjects were allowed to leave the ward for exercise, but 
only under supervision. 

The normal activities of the second group of subjects were 
not modified during the experimental periods. 

Diets 

The diets were prepared in the diet kitchen of the Rancho 
Los Amigos, and portions were weighed onto the individual 
travs at the ward. The entire meal was eaten by the subjects. 

Three daily menus were selected for the basal (adequate 
protein) series (Diet A) and 2 daily menus for the experi- 
mental (low protein) periods (Diet B). Both menus were 
calculated to provide 2000 Cal. The adequate protein diets 
were calculated to supply 12 gm of protein nitrogen per day, 
and were found to contain 11.1 to 12.6 gm on analysis. The 
low-protein diets were designed to provide 2 gm of nitrogen 
per day, and actually contained 2.2 to 2.3 gm nitrogen. It was 
not considered that an adequately palatable diet could be 
provided with casein as the sole source of protein, but 65% 
of the protein was supplied by whole milk proteins. The 2 
menus for the low-protein periods are given in table 1. 

In the supplementary experiments, at very low levels of 
protein intake, the diet consisted of 1 liter of grapefruit juice 
per day, containing 0.94 gm of nitrogen and supplying 400 Cal., 
with sucrose to supply an additional 200 Cal.; or additional 
sucrose and glucose candies to supply 800 Cal. (Diet C). 

4 The authors wish to thank Dr. Richard J. Winzler and Mr. Fred H. Mattson 
who served as subjects. 
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TABLE 1 


Composition of the low protein diets (Viet B). 


' : MEAL ' 

DIET 1 


DIET 2 


Breakfast 

Grapefruit juice 

180 gm 

Orange juice 

185 gm 


Cornflakes 

15 gm 

Rice Krispies 

15 gm 


Sucrose 

14 gm 

Karo syrup 

50 gm 


Cream, 21% 

160 gm 

Cream, 21% 

160 gm 


Coffee 

1 cup 

Coffee 

1 cup 


Glucose candy 

ll-gm 

Glucose candy 

16 gm 

Dinner 

Salad 


Salad 



Canned pear 

81 gm 

Lettuce leaf 

38 gm 


Lettuce leaf 

38 gm 

Salad dressing 

10 gm 


Salad dressing 

10 gm 

Fresh grapefruit 

53 gm 


Pudding 


Strained honey 

15 gm 


Dry rice 

20 gm 

Margarine 

13 gm 


Raisins 

29 gm 

Biscuit 1 

70 gm 


Sucrose 

14 gm 

. # ■ 





Lemonade 



Margarine 

13 gm 

Lemon juice 

60 gm 


Biscuit 1 

70 gm 

Sucrose 

10 gm 


Coffee 

1 cup 



Supper 

Salad 


Salad 



Lettuce leaf 

38 gm 

Lettuce leaf 

38 gm 


Salad dressing 

10 gm 

Salad dressing 

10 gm 


Cobbler 


Sweet potato 

81 gm 


Brown sugar 

27 gm 

Margarine 

13 gm 


Apple, peeled 

100 gm 




Biscuit 1 

70 gm 

Pudding 



Margarine 

13 gm 

Brown sugar 

27 gm 




Tapioca 

15 gm 


Whole milk 

100 gm 

Pineapple 

94 gm 


Glucose candy 

20 gm 






Whole milk 

100 gm 




Glucose candy 

37 gm 


1 Biscuit recipe furnished through the courtesy of Dr. Pearl Swanson. 


Corn starch 

50 gm 

Criseo 

16 gm 

Buttermilk 

30 gm 

Soda 

i tsp. 
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Analytical methods 

Nitrogen determinations were made by the Kjeldahl method. 
The inorganic and ethereal sulfate were determined gravi- 
metrically, as barium sulfate, and the methionine was deter- 
mined by the method of Albanese et al. ( ’44). Hemoglobin and 
plasma proteins were determined by the copper sulfate specific 
gravity method (Phillips et al., ’43). Hemoglobin was also 
determined colorimetrically as acid hematin and plasma pro- 
teins by the biuret method (Mehl, ’45). 

Plan of the experiments 

The subjects to be studied at the nitrogen intake of 2 gm 
were first placed on the adequate-protein diet for a period of 
2 weeks. During this period and subsequently, daily 24-hour 
urine samples were collected, and stools were weighed but 
not kept for analysis. Daily records were kept of body tem- 
perature, pulse rate, respiration rate, and physical activity. 
The weight, blood pressure, blood count, hemoglobin, and 
plasma protein were obtained at weekly intervals. The nitro- 
gen content of the diets was determined by weighing out 1 
extra tray, homogenizing the food from 3 meals in a Waring 
blendor, and taking an aliquot for the analysis. 

The preliminary period was then extended for 10 days, 
during which 3 gm of dl-methionine were added to the diet 
daily. This served to provide a somewhat longer period on 
Diet A, and at the same time provided information regarding 
the effect of methionine in, subjects in nitrogen equilibrium. 
The methionine was then discontinued for 10 days, after 
which the low-protein period (Diet B) was begun. Four of 
the subjects were given a daily supplement of 3 gm of 
dl-methionine during this first low-protein period and the 
other 4 subjects received the low-protein diet alone. The ex- 
perimental period of 10 days was followed by a recovery 
period of 10 days during which the subjects were returned to 
the adequate-protein intake, and methionine discontinued. A 
second 10-dav experimental period was then instituted. This 
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provided a control period for the 4 subjects who had pre- 
viously received the methionine supplement, and a methionine 
supplement period for the other 4 subjects. The entire ex- 
periment was concluded by a final 10-day recovery period. 

The very low-protein diets (Diet C) were undertaken in a 
less comprehensive way, in the hope that some effect of 
methionine could be demonstrated at these very low levels of 
nitrogen intake. Laboratory workers went on the low-protein 
diet following - their customary dietary regime, and carried 
on with their usual duties. One subject, no. 14, canned through 
2 experimental periods of 10 days each, separated by a re- 
covery period of 3 weeks. During the first low-protein period, 
a daily supplement of 3 gm of di-methionine was provided, 
while the second period served as a control. Subject no. 15 
received the methionine supplement during the first 7 days of 
a 10-day low protein period, and subject no. 16 received the 
methionine during the last 3 days of a 10-day period. Subject 
no. "17 was provided with the daily supplement of 3 gm of 
dl-methionine for the entire 10-dav period. The data obtained 
on these last 4 subjects were limited to the 24-hour urinary 
nitrogen, inorganic and ethereal sulfate, and methionine ex- 
cretions, and the body weights. 

The choice of a 3-gm daily supplement of methionine is 
somewhat arbitrary, but was determined primarily by the 
levels of the methionine supplement required to give a maxi- 
mum effect in rats and dogs. This amount is somewhat higher 
than that of 1.9 gm per day, suggested by Stare, Hegsted and 
McKifiben (’45) as being required by a 70-kg man, though 
it is not sufficient to meet the requirement of approximately 4 
gm postulated by Block ( ’43). 

RESULTS 

The results of the experiments employing the 2000-Cal. diet 
and 2 gm of nitrogen during the low-protein periods will be 
discussed first, since they are the most nearly complete. The 
serum protein, hemoglobin, and body weight have not been 
tabulated, since they showed no significant change during the 
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course of the experiments. The body weight, for example, 
did not vary by more than 4% during the entire period. The 
greatest interest attaches to the data on nitrogen and sulfur 
excretion. The results obtained on the basal diets are shown 
in table 2. Average values for the entire group are reported, 
and only averages for 5-day periods are recorded. Urine 
methionine was not determined during this period, but the 
urinary nitrogen, sum of ethereal and inorganic sulfate, 

TABLE 2 


Summary table of the effect of methionine at an adequate protein intake (Diet A). 


chemical 

PERIOD I 

BASAL DIET 

PERIOD II 

BASAL DTET PLUS 

3 GM METHIONINE 

DAILY 

PERIOD 

III 

BASAL 

DIET 

CHANGE.' 

' ANALYSES 

Mar. 19- 
Mar. 23 

: 

Mar. 24- 
Mar. 28 

• 

Aver- 

age 

Mar. 29- 
Apr. 2 

Apr, 3- 
Apr. 8 

Aver- 

age 

Apr. 12- 
Apr. 15 1 

Average 

of ir 

minus I 
plus III 

Urine N, 
gm/24 hr. 

9.94 

9.59 

9.76 

10.34 

10.23 

]0.29 

9.47 

+ 0.63 

Urine S0 3 2 , 
gm/24 hr. 

1.48 

1.45 

1.47 

2.68 

2.77 

■ 

2.72 

s 1.49 

-j- 1.24 

Urine 
creatinine, 
,<?m/24 hr. 

1.11 

1 1.01 

1.06 

0.97 

0.99 

. ■ .'A 

0.99 

. j 

1.03 

-—0.07 

Food N, 
gm/24 hr. 

12.29 

11.42 

11.77 

12.55 

11.20 

11.88 j 

i ■ ■ 

11.13 

+ 0.46 


1 No collections were made from April 9 to April 11, inclusive, although the 
subjects remained on the basal diet. 
s Sum of inorganic and ethereal sulfate. 


creatinine and food nitrogen are tabulated. The change pro- 
duced by methionine is indicated in the last column of table 2, 
and is calculated from the difference between the averages of 
basal periods I and III and the basal period plus methionine, 
period II. There was a small increase in urinary nitrogen 
excretion, 0.63 gm per day, which was largely accounted for by 
the difference in the food nitrogen, 0.46 gm. The excess excre- 
tion of 1.24 gm S0 3 accounts for 77% of the extra sulfur 
ingested in the methionine, and, making allowances for the 
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probable excretion of sulfur in other forms, it corresponds 
to essentially complete metabolism of tlie ingested methionine. 

The data obtained on the low-protein diet are summarized 
in table 3. Here again, averages are given for 5-day periods, 
except for the first basal period preceding the low-protein diet, 
which includes values for only 4 days. The average decrease 
in urinary nitrogen excretion in changing from a diet provid- 
ing 11.9 gm of nitrogen to one containing 2.2 gm was 5.0 gm. 
The inclusion of 3 gm of dl-methionine in the low r -protein 
period resulted in a smaller decrease in urinary nitrogen, 
averaging 4.7 gm per day. The smaller decrease with methio- 
nine can be accounted for by the 0.3 gm of nitrogen contained 
in the methionine. Likewise, the extra sulfur excretion cor- 
responds to 82% of that ingested in the methionine, and mak- 
ing allowances for the fact that some additional neutral sulfur 
was not accounted for, this corresponds to essentially complete 
excretion of the methionine sulfur. 

The nitrogen excretions have been recalculated in terms 
of the grams of nitrogen per square meter per 24 hours, and 
are included in table 4. These values serve to indicate the 
relative constancy of the results obtained with individual 
subjects (except for the obvious abnormalities in the case of 
subject no. 13), and provide some basis for comparison with 
the data obtained on dogs. Again, the nitrogen excretions 
are slightly greater with the methionine supplement. Exclud- 
ing subject no. 13, the average difference was 6.1% during 
the first 5 days ,and 3.6% during the second 5 days on the low 
protein diet. 

The results of the experiment with subject no. 14 are given 
in table 5. The two 10-day experimental periods employed 
a 600 Cal. diet, with a nitrogen intake of 0.94 per day. Aver- 
ages of the nitrogen excretion during the last 5 days were 
5.57 gm per day without methionine, and 7.12 gm per day with 
3 gm of methionine daily. A total of 6.5 gm of methionine 
sulfur were ingested during these 5 days, and 6.3 gm more 
sulfur were excreted than in the control period. 
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The results of the other experiments employing this very 
low-protein intake are also recorded in table 6, where the 
urinary nitrogen excretions are again calculated per square 
meter of body surface. Urinary sulfates, as SO s , and methio- 
nine excretions per 24 hours are also reported for subjects 
15, 16, and 17. The excretion of urinary nitrogen does not 
reach the low values attained on the 2000-Cal. diets, but ap- 
pears to respond in the same way to the addition of methionine 
to the diet, with a small increase. 

TABLE 5 


Effect of methionine on a “protein-free” diet (Diet C). Data obtained from 
subject no. 14 whose diet furnished 0.94 gm N and 600 Cal. per day. 


DAYS 

ON 

BODY WT. 

URINE N 

CREATININE 

SULFATE AS 

so 3 1 

METHIONINE 

■ ' ■ ' 

DIET 

M2 

03 

M 

0 

M 

c 

M 

c 

M 

c 


lbs. 

lbs. 

gm 

gm 

gm 

gm 

gm 

gm 

gm 

gm 

1 

202 

198 

8.72 

11.47 

0.73 

0.74 

2.64 

1.41 

0,96 

0.47 

2 

201 

196 

7.98 

9.07 

0.70 

0.65 

2.66 

1.08 

0.83 

0.58 

3 

199 

196 

9.68 

8.41 

0.73 

0.70 

2.54 

1.08 

0.94 

0.62 

4 

198 

195 

9.23 

7.82 

0.70 

0.74 

2.57 

0.92 

0.95 

0.62 

5 

197 

194 

10.29 

8.32 

0.70 

0.79 

2.54 

0.97 

1.14 

0.64 

6 

195 

192 

7.86 

6.22 

0.68 

0.76 

! 2.31 

0.86 

0.75 

0.55 

7 

195 

191 

6.25 

4.87 

0.65 

0.78 

2.43 

; 0.85 . 

0.80 ! 

0.56 

8 

194 

190 

6.93 

5.71 

0.61 

0.66 

2.39 

0.87 : 

0.78 

0.55 

9 

193 

189 

7.66 

5.65 

0.69 

0.68 

2.24 

0 85 

0.80 

0.61 

10 

192 

188 

6.89 

5.41 

0.70 

i . 

0.65 

2.16 

0.79 

0.83 

0,57 


1 Sum of ethereal and inorganic sulfate. 
3 Methionine (3 gm). 

® Control. 


DISCUSSION 

The results of the experiments carried out on the 2000-Cal. 
diet are sufficiently consistent to conclude that the result of 
adding 3 gm of methionine per day had the same effect whether 
the nitrogen intake was 12 gm per day (Diet A), and the 
subjects in nitrogen balance, or whether the nitrogen intake 
was 2 gm per day (Diet B), and the subjects in negative 
nitrogen balance. In either case, the sulfur excretion increases 
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bv an amount within 10% of the amount of methionine sulfur 
ingested and the nitrogen excretion increases slightly. The 
extra nitrogen, particularly in the low-protein period, can 
be stated to represent essentially all of the ingested methionine 
nitrogen. There is, thus, no indication that the added methio- 
nine spares body protein, or that its sulfur is utilized. The 
experiments on very low nitrogen intakes bear out this con- 
clusion completely, and suggest a species difference from the 
rat and the dog. 

The different results obtained with the human subject 
require some explanation, but must depend primarily upon 
an explanation of the ability of methionine or any other 
single amino acid to reduce the urinary nitrogen excretion on 
an inadequate protein intake. There are 2 similar explanations 
for such an effect, both of which would postulate a requirement 
for the amino acid in question which is not met by the break- 
down of body protein and the diet. This could be a requirement 
for some specific function other than protein re-synthesis, or 
it could represent a requirement for re-synthesis of more 
important body proteins at the expense of less important 
ones. In an earlier experiment on a protein-free diet, supply- 
ing 2000 Cal., a urinary nitrogen excretion of 0.94 gm/m 2 /24 hr. 
was reached (Deuel et al., ’28). This is significantly lower 
than any level of nitrogen excretion reached in Allison’s 
( ’46) experiments with dogs. In either case, extra body pro- 
tein would be broken down to meet this requirement, and a 
minimal breakdown could only be obtained when these special 
requirements were met by an extra dietary supplement. In 
the case of the human experiments, then, it would be con- 
cluded that the methionine requirement is lower, and is not 
a limiting factor in the attainment of minimum nitrogen ex- 
cretions in these experiments, or that the requirement is met 
by the body protein breakdown plus any dietary protein. In 
this connection, it is interesting to compare the levels of 
urinary excretion of 1.5 to 1.9 gm N/m 2 /24 hr. reached in a 
comparable time with dogs receiving a methionine supplement 
with the average levels of approximately 1.9 gm N/m 2 /24 hr. 
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readied by these human subjects without methionine during 
the last 5 days of the low-protein period. 

Since the addition of further methionine did not reduce the 
nitrogen excretion on the low-protein diet (Diet B), it can be 
concluded that no more methionine is required under these 
circumstances than that represented by the entire sulfur ex- 
cretion, or 1.4 gm methionine per day for our average subject. 
On the average, the methionine nitrogen (calculated from the 
total sulfur excretion) per gm of total urinary nitrogen during 
the last 5 days of the low protein period at 2000 Cal. is 0.041, 
and this ratio is 0.035 for the last 2 days of the experiments 
at 600 and 1200 Cal. with subjects no. 14 and no. 17, and also 
on the sixth and seventh day of the low-protein experiment 
with subject no. 16. Since the addition of methionine did not 
further reduce the urinary nitrogen, this ratio is indicative of 
the maximum methionine requirement at these levels of 
nitrogen intake. The ratio obtained in a similar way for the 
basal periods averages about 0.035. The minimum excretion 
of urinary nitrogen (2 gm/m 2 /24 hr.) in dogs (Allison, ’46) 
on an intake of 3 gm of casein 1ST per m 2 per day was attained 
with a supplement of 0.04 gm of dl-methionine N per m 2 . Since 
the casein furnished an additional 0.57 gm of methionine 
(Dunn et al., ’46) or 0.053 gm of methionine-N per m 2 per day, 
the total methionine-N was at least 0.1 gm for a urinary N of 
2 gm, or 0.05 gm of methionine-N per gm of urinary nitrogen. 
If allowance is made for the fact that the dogs were in positive 
nitrogen balance, the sulfur stored in protein must also be 
considered, and this would reduce the estimate of the ratio of 
methionine nitrogen to urinary nitrogen to about 0.033. Al- 
though the estimate of the ratio of methionine-N to the total 
urinary-N may probably be too high in the case of the men 
and though that for the dogs may be somewhat too low, it 
can be argued that these calculations indicate an appreciably 
higher methionine requirement in dogs than in man unless 
some further assumption is made regarding the fraction of 
the urinary sulfur which is really derived from methionine 
in the human experiments. It may be of some interest to note 
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that the ratio of urinary S to N increased during’ the course 
of the present protein-low or protein-free experiments. This 
increase is even more marked in the latter periods of the 
experiment of Deuel et al. (’28) in which the neutral sulfur 
excretion was relatively constant, and averaged about 0.1 
gm/S/24 hr. If all of this were methionine, it would corre- 
spond to 0.46 gm/24 hr., and compares favorably with the meth- 
ionine excretion of 0.6 gm obtained with the same subject in 
the present experiments (table 5). This excretion appears to 
be quite constant at different levels of protein intake (tables 
3, 5, and 6), and therefore appears to be independent of the 
methionine intake, except insofar as the ingestion of large 
amounts of the amino acid itself leads to some spilling over into 
the urine. The ratio of sulfate-S to urinary nitrogen remains 
quite constant in the present experiments, but increases signifi- 
cantly in the longer experiment of Deuel et al. ( ’28) During 
protein deprivation, then, the body protein which is broken 
down becomes increasingly richer in sulfur-containing amino 
acids. However, the present experiments suggest that the 
human body is not limited in its ability to conserve nitrogen by 
the need to meet a methionine requirement. 

The comparison of the present experiments with a 2000-Cal. 
intake and the 600- and 1200-Cal. intakes, as well as with the 
earlier experiment of Deuel et al. (’28), demonstrates the 
importance of an adequate calorie intake in the attainment of 
a minimal nitrogen excretion on a low-protein diet. The calorie 
intake required to establish a minimum nitrogen excretion 
cannot be fixed definitely from these experiments, but it can 
be concluded that it is greater than 1200 Cal. 

SUMMARY AND CONCLUSIONS 

1. Experiments have been carried out on human subjects 
during 10-day periods, to test the effects of added methionine 
on urinary excretion. Diets supplying 2000 Cal. and 75 gm of 
protein (Diet A), 2000 Cal. and 14 gm protein (Diet B), 1200 
Cal. and 5 gm protein, or 600 Cal. and 5 gm protein (Diet C), 
were employed. 
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2. In no instance did the addition of 3 gm of dl-methionine 
per day to the low-protein diets decrease the urinary nitrogen 
excretion. 

3. Under the conditions employed, methonine alone does 
not spare body protein, nor is there any evidence of its utiliza- 
tion from values for the nitrogen or sulfur excretion. 

4. The nitrogen minimum (“wear and tear quota”) can- 
not be obtained when the Caloric intake is 600 or 1200 Cal. 
daily although it is obtained when 2000 Cal. per day are given. 

EDITORIAL NOTE 

The finding reported in this paper that the requirement 
for methionine in man is lower than that for the dog confirms 
the work of Cox et al. also published in the current issue of 
this Journal. As a matter of fact the present paper was sub- 
mitted for publication before the one by Cox et al. but its 
publication was delayed in an attempt to secure simultaneous 
publication of several papers by different authors representing 
work undertaken in cooperation with the Research and Devel- 
opment Branch, Military Planning Division of the Office of 
the Quartermaster General, U.S.A. 
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Since the time of Folin ( ’05), the quantities of nitrogen and 
creatinine excreted in the urine during a period of protein 
deprivation have been used as a measure of “endogenous” 
metabolism. Data accumulated at the Iowa State College 
(Willman et al., ’45) indicate that if the albino rat is fed a 
ration low in nitrogenous constituents but otherwise adequate, 
the nitrogen metabolism after its initial reduction proceeds at 
a fairly constant rate. Observations were made in 2 metabo- 
lism periods, each 7 days long, after the animals had subsisted 
for 11 days on the nitrogen-poor diet. However, when whole 

1 Journal paper, no. J-1404 of tlie Iowa Agricultural Experiment Station, Ames, 
project no. 799. Preliminary reports appear in the Proceedings of the Pederation 
of American Societies for Experimental Biology, vpL 4, no. 1, 1945, and vol. 5, 
no. 1, 1946. Tlie data reported are taken in large part from a thesis submitted 
by Miriam Brush to the Graduate College of the Iowa State College in partial 
fulfillment of the requirements for the degree of Doctor of Philosophy in Nutrition, 
July, 1946. The subject matter of this paper was undertaken in cooperation with 
the Committee on Pood Research of the Quartermaster Pood and Container In- 
stitute for the Armed Forces. The opinions or conclusions contained in this report 
are those of the authors. They are not to be construed as necessarily reflecting 
the views or endorsement of the War Department. The project has been sup- 
ported in part by a grant from the Poultry and Egg National Board. This aid 
is gratefully acknowledged. 

2 Evaporated Milk Association fellow of the American Home Economics Asso- 
ciation, 1945-1946. 
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eggs equivalent to 3.5% of protein supplemented the ration 
in the second metabolism period, the quantity of nitrogen 
eliminated in the urine was about one-third less than in the 
previous nitrogen-low feeding period. The excretion of cre- 
atinine was similarly altered. The depression of the so-called 
endogenous metabolism by the simple addition of food pro- 
teins to the basal diet casts doubt on the validity of the distinc- 
tion made by Folin between endogenous and exogenous metab- 
olism, and gives weight from another experimental approach 
to recent concepts of the fluidity of body processes and of the 
existence of a dynamic relation between food proteins and 
tissue proteins (Madden and Whipple, ’40; Schoenheimer, 
’42). 

The nature of the body-sparing action that follows the in- 
corporation of eggs in the basal nitrogen-low diet of rats 
partially depleted of their reserve proteins has been exam- 
ined in the present investigation. 

The study represents a progressive series of experiments. 
The first investigation was planned to show whether or not 
the nitrogenous components were specifically responsible for 
the reduced excretion of nitrogen that followed the introduc- 
tion of eggs into the basal ration, a mixture of the 10 essential 
amino acids replacing the eggs in the test diet. A suggestion 
of Dr. Samuel Lepkovsky 8 together with certain reports in the 
literature (Miller, ’44; Croft and Peters, ’45) that methionine 
may play an outstandingly important role in nitrogen metabo- 
lism led to a measurement of its influence by feeding it as the 
sole dietary source of nitrogen and by omitting it from the 
mixture of the 10 essential amino acids fed in Experiment I. 
The discovery that methionine was as effective as were egg 
proteins in depressing the urinary excretion of nitrogen 
formed the basis of the remaining experiments. 

To determine whether or not methionine was unique in 
its nitrogen-sparing property, the other essential amino acids 
were then tested individually. 

3 Committee on Food Beseareh, Quartermaster Food and Container Institute for 
the Armed Forces. 
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Since the quantity of nitrogen appearing in the urine of 
rats does not increase progressively as the quantity of egg 
proteins is increased (Swanson et al., ’47), the response of 
animals to supplementary methionine offered at graded levels 
was investigated in the fourth experiment. 

In an attempt to elucidate the nature of the physiological 
action of methionine, the effect of the introduction of cystine 
and choline into the basal ration was measured. In the last 
unit, of the investigation, whole carcasses of animals as well as 
hepatic and muscular tissues were analyzed for their contents 
of nitrogen and methionine in an attempt to gain some infor- 
mation as to the utilization of nitrogen under the various 
experimental conditions imposed. 

In the first 5 experiments, data obtained in the classical 
nitrogen balance test as developed by Mitchell (’24) and 
standardized in this laboratory (Swanson et al., ’47) were used 
to measure the response of the experimental animals to the 
various dietary regimes. In the sixth experiment, the tissues 
examined were those of rats treated exactly like the animals 
in the balance experiments and sacrificed at appropriate 
intervals in the test. 

EXPERIMENTAL PROCEDURE 

The balance test 

Male albino rats, approximately 6 months old, were used 
in the experiments. They were of Wistar stock, strain A, 
inbred by brother and sister matings for 94 generations. 
They had been reared on a stock diet which was a modification 
of one proposed by Steenbock in 1923 and known in this labor- 
atory as Steenbock V (Swanson et al., ’47). The various 
experimental groups in the first 5 experiments each contained 
6 rats. Data pertaining to any rat were discarded in the final 
analyses only if the animal had failed to eat normally or if 
some acute infection had developed. This procedure was 
necessary only in the groups fed valine and arginine in ex- 
periment 3, the final number of rats in these groups being 
2 and 4, respectively. 
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Tlie effectiveness of a substance in altering- the excretion 
of urinary nitrogen was determined by comparing the meta- 
bolic data obtained during a period when the nitrogen-low 
diet was fed w T ith those secured in a subsequent interval when 
this basal ration was supplemented by some source of nitro- 
gen. The test which required 29 days for completion was 
divided into the following periods: I. Nitrogen-low feeding 
period: (A) Preliminary depletion period, 11 days, (B) Col- 
lection period, 7 days; and II. Nitrogen-feeding period: (A) 
Adjustment period, 4 days, (B) Collection period, 7 days. 

The percentage composition of the basal low-nitrogen diet 
containing approximately 0.6 mg of nitrogen per gm was 
as follows: dextrin, 73; butterfat, 10; lard, 10; Osborne and 
Mendel salt mixture, 4; Ruff ex, 4 2; and NaCl, 1. The ration 
also supplied daily, 50 mg of cod liver oil, 100 mg of rice bran 
polish extract, 40 gg of thiamine, 60 |jg of riboflavin, 40 og of 
pyridoxine, 10 mg of inositol, 10 mg of p-amino benzoic acid, 
0.5 mg of nicotinic acid, 0.1 mg of calcium pantothenate, 1 mg 
of ascorbic acid, 5 mg of choline, 1 ng of biotin, and 0.75 mg 
of a-tocopherol. 

The standardization of the test is described in detail else- 
where (Swanson et al., ’47). Preliminary tests showed that 
the plane of nitrogenous metabolism had stabilized before 
either of the 2 collection periods was initiated. Also, points 
such as caloric requirements of the animals, quantity of food 
ingested and techniques for feeding and for collection of 
metabolic materials were all considered and controlled. 

The animals were weighed daily in each metabolism period. 
The weights of the rats as recorded in table 1 represent aver- 
ages of the daily weights of the animals in the 7-day interval. 
The data also permitted a study of the change in body weight 
that occurred from the beginning to the end of each metabo- 
lism period (table 2.) The later calculations were based on data 
obtained on the second and seventh days of a collection period 

4 Processed rice hulls consisting of alpha cellulose (70%), simple and hydro- 
celluloses; protein, fat, and vitamin-f ree ; purchased from Fisher Scientific Co., 
Pittsburgh. 
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because the withdrawal of food necessary in shifting from 1 
period of the metabolism test to another was reflected in the 
weight of the animal. 

Evaluations have been made in terms of the relative quan- 
tities of urinary nitrogen excreted in the 2 collection periods 
and of “body nitrogen spared.” The last index is the dif- 
ference between the nitrogen balances in the 2 test periods, 
and represents the nitrogen that would have been lost from 
the body of the animal had no supplementary source of dietary 
nitrogen been offered in the second metabolism period. 

Tissue analysis 

In this phase of the experiment, 2 groups of animals were 
used. The first received the nitrogenous supplement at the 
end of the first collection period in the 29-day balance test; 
the second group did not. The animals were sacrificed at 
appropriate intervals and their tissues analyzed. 

Preparation of carcasses. The animals were anesthetized 
with ether, after which the intestinal tract was excised and 
washed free of all materials. The entire carcass was then 
sealed in a tin container and quick-frozen at — 40° C. Each 
carcass was stored at — 10° C. until time of analysis when it 
was ground and transferred quantitatively to a flask con- 
taining 400 ml of 20% HC1. The mixture was autoclaved at 
125°C. and 15-lb. pressure for 7 hours. These conditions as- 
sured complete hydrolysis of proteins without destruction of 
methionine. The solution was diluted quantitatively to volume 
and samples of appropriate size analyzed for nitrogen and 
methionine. 

Preparation of hepatic and muscular tissues. The rats were 
starved for 10 hours prior to the time of killing. Before re- 
moval of the liver, the animals were partially bled. The liver 
was divided into 2 portions. About 1 gm was used for the de- 
termination of fat and moisture. The remainder was hydro- 
lyzed in acid (4 ml of 20% HCl and 10 ml of water) at 125° C. 
and 15-lb. pressure. 
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The gastrocnemius muscles were extirpated carefully, the 
left was used for the determination of fat and moisture while 
the right was analyzed for methionine. 

Analytical methods. In the estimation of methionine, ali- 
quots of the acid digests were shaken first with small portions 
of activated charcoal and heated to 60° C. to remove highly 
colored degradation products (Lavine, ’43). The filtrates were 
analyzed by the method described by Albanese, Frankston and 
Irby (’44). Interference by cystine and tryptophane was 
successfully controlled. Analyses were reproducible in the 
hands of the senior author; constant values were obtained 
with varying periods of autoclaving and recoveries were sat- 
isfactory (99.2%) when known quantities of crystalline methi- 
onine were added to egg proteins before autoclaving. 

RESULTS 
Experiment I 

Egg proteins vs. the essential amino acids 

In determining the role of nitrogenous constituents in the 
body-sparing action of dried whole eggs, 3 groups of animals 
were used. Group I, the negative control series, received the 
basal low-nitrogen diet throughout the entire experimental 
period of 29 days. Group II, in the second balance period, was 
given egg proteins equivalent to 3.5% of the quantity of ration 
they consumed in the first collection period. The dehydrated 
eggs were fed apart from the basal ration and supplied 60 mg 
of nitrogen daily. In the second metabolism period, Group III 
received 52 mg of available 5 nitrogen daily from a mixture of 
the 10 essential amino acids. Each acid supplied one-tenth of 
the total nitrogen of the mixture. 

Data describing the response of the rats to the 3 dietary 
regimes are shown in table 1. TJnder the conditions of the ex- 
periment, a close relationship exists between the quantity of 

5 Those amino acids available only in the dl - form were incorporated in the 
mixture in quantities based on the relative availability of the d and l forms as 
reported by Sahyun ( ’44) . 
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TABLE 1 

Average nitrogen metabolism of rats partially depleted of bodily reserves of 
protein before (Period I) and after (Period II) the inclusion of a 
nitrogenous supplement in the basal protein-free ration . 



AV. BODY WT. 

AV. CAL. EATEN 

URINARY N 

N BALANCE 


DIETARY SUPPLE* 

IN PERIOD 

IN PERIOD 

IN PERIOD 

• ■ IN PERIOD . 

body n 






















I 

II 

I 

II 

I 

II 

I 

II 


rug nitrogen/ day 

gm 

gm 

per 

dag 

per 

day 

mg 

mg 

mg 

mg 

mg 

Exp. 

I. Egg proteins vs. 

the essential 

amino acids. 1, 2 



Basal diet: 0 

272 

254 

57 

54 

260 

244 

—345 

—333 

12 

Whole eggs: 60 

286 

284 

55 

55 

275 

2X2 

—384 

+ 77 

461 

Ten Ess. A.A. : 54 

240 

229 

46 

42 

319 

288 

—401 

+ 35 

436 

Exp. II. Role of methionine 3 in nitrogen metabolism 



Methionine : 3 

213 

195 

50 

45 

236 

149 

—347 

—210 

137 

Methionine : 4 

257 

239 

50 

47 

278 

200 

—374 

—248 

126 

Methionine: 4 

273 

248 

45 

42 

332 

245 

—454 

—308 

146 

Ess. A.A. -Me : 37 

260 

238 

46 

41 

308 

418 




Exp. III. 

Methionine vs. other essential amino acids 



Methionine : 4 

257 

239 

50 

47 

278 

200 

—374 

—248 

126 

Arginine : 4 

245 

227 : 

54 

41 

259 

211 

—353 

—262 

91 

Isoleucine : 4 

262 

243 

53 

50 

276 

231 

—363 

—301 

62 

Histidine : 4 

271 

248 

56 

49 

274 

236 

—373 

—298 

75 

Threonine : 4 

276 

260 

53 

49 

249 

220 

—351 

—294 

57 

Leucine : 4 

237 

224 

49 

43 

280 

264 

—392 

—309 

83 

Valine: 4 

280 

263 

59 

55 

307 

294 

— 429 

—390 

39 

Lysine : 4 

248 

230 

52 

48 

259 

251 

—3 65 

—301 

64 

Phenylalanine: 4 

268 

248 

55 

48 

266 

267 

—371 

—420 

—49 

Tryptophane: 4 

264 

244 

53 

47 

269 

288 

—357 

—328 

29 


Exp. IV. 

Graded doses of methionine 



Methionine ; 1 

262 

246 

52 

48 

334 

202 

—462 

—293 

169 

Methionine : 2 

255 

239 

47 

45 

332 

214 

—438 

—270 

168 

Methionine : 3 

213 

195 

50 

45 

236 

149 

—347 

—210 

137 

Methionine : 4 

273 

248 

45 

42 

332 

245 

—454 

—308 

146 

Methionine : 8 

261 

241 

48 

46 

317 

244 

—441 

—285 

156 

Methionine : 16 

270 

250 

57 

49 

332 

281 

— 180 

—266 

214 

Egg proteins : 15 

255 

241 

47 

45 

298 

216 

—415 

—221 

194 

Egg proteins : 30 

256 

242 

48 

39 

309 

236 

—426 

—135 

291 

Egg proteins : 43 

241 

233 

45 

43 

294 

216 

— 427 

— 44 

383 

Egg proteins : 59 

249 

242 

43 

39 

301 

228 

—421 

— 13 

408 

Egg proteins: 72 

261 

256 

45 

39 

292 

289 

—410 

+ 70 

480 

Exp. V. Physiologically essential groups in 

methionine 


Methionine : 4 

257 

239. 

50 

47 

278 

200 

—374 

—248 

126 

Cystine : 4 

241 

224 

51 

47 

256 

197 

—338 

—259 

79 

Choline: 4 

233 

217 

48 

45 

257 

221 

—401 

—276 

125 


1 Essential amino acids abbreviated as “Ess. A. A . 9 * in column I. 

2 Methionine, isoleucine, threonine, valine, and phenylalanine were fed as the 
db acids. The nitrogen content of the daily dose of db threonine and dMsoleucine 
was 8 mg. 

s Methionine abbreviated as “Me” in column I. 


396 


MIRIAM BRUSH AND OTHERS 


nitrogen excreted when a diet poor in nitrogenous constit- 
uents is fed and the body weight of the animal (Swanson et al., 
’47). Therefore, the data also have been expressed graphically 
in terms of body surface area. 

The difference in the quantity of urinary nitrogen excreted 
in the 2 collection periods by the negative control group prob- 
ably is not significant because the mean excretion per 100 gm 
of body weight in each of the 2 periods of low-nitrogen feed- 
ing was 97 mg. Similar results have been obtained in 5 other 
experiments (Swanson et al., ’47). These data show that any 
effects associated with the administration of the nitrogenous 
supplement do not reflect a concommitant change in the plane 
of nitrogen metabolism. 

Also, other experiments were designed to permit a compar- 
ison in period II of the metabolism in the last 3 days of the 
adjustment period with that in the first 3 days of collection. 
It was found in 4 different studies that the average total nitro- 
gen excreted (mg), respectively, in the adjustment and in the 
first 3 days of collection period II were: 95, 90; 117, 126; 
94, 98 ; and 107, 108. Apparently then, the adjustment period 
used in the present series of experiments is long enough for 
the stabilization of nitrogen excretion after the nitrogenous 
supplement is added to the diet. 

The data obtained in the present experiment, therefore, 
clearly show that eggs and a mixture of the 10 essential 
amino acids have the common property of depressing the 
nitrogenous excretion characteristic of the protein-free feed- 
ing period (fig. 1). The feeding of each, likewise, shifts the 
negative nitrogen balance of period I. When this change is 
expressed as “body nitrogen spared,” both supplements are 
equally effective in their saving action on body proteins (fig-. 
1). The picture justifies the conclusion that the marked effects 
induced by the incorporation of eggs in the nitrogen-poor 
ration may be ascribed to their amino a$id content. 

It is interesting to speculate on the significance of the con- 
cept, body nitrogen spared, as used herein. It has been pos- 
sible to correlate the actual loss in body weight incurred from 
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the second through the last day of the nitrogen-low collection 
period with the quantity of body tissue represented by the 
negative nitrogen balance in the same period. Analyses have 
shown that the average nitrogen content of the carcasses of 
36 rats is 2.6%. This figure was used to convert the value for 



Pig. 1 Nitrogen metabolism when egg proteins, a mixture of the 10 essential 
amino acids, methionine, or a mixture of the 10 essential amino acids complete 
except for methionine supplement a basal nitrogen-low ration fed to rats. 


the nitrogen balance, reduced 0 by one-seventh to correspond 
with the 6- day period over which the actual weight loss was 
observed, to its equivalent in body tissue. The observed aver- 
age loss in body weight of the 26 groups of rats used in this 
study during the first metabolism period was 10 gm ; that of 
the calculated value, 11 gm. 

6 A procedure necessary because food had been restricted in the first day of the 
7-day collection period. 
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The same type of reasoning may be extended to the data 
obtained when the rats received a nitrogenous supplement in 
period II, if a basic assumption is accepted, i.e., that if no 
dietary addition had been made, the rats would have continued 
to lose weight at the same rate as they had in period I. Such 
loss of weight occurred in the negative control group of the 
present experiment as well as in 4 other comparable experi- 
ments when the nitrogen-low diet was fed in both metabolism 


TABLE 2 

Body tissue equivalent of body nitrogen spared when some nitrogenous supplement 
is added to the protein-free ration of rats partially depleted of 
bodily reserves of protem. 

CHANGES IN WT. 

FROM 2ND TO BODY \VT. TISSUE 

HAST DAY LOSS PRE- opAt?vn EQUIVALENT 

OF PERIOD VENTED BY V* Sty OF BODY N 

— — — — — - SUPPLEMENT V * ’ SPARED 

I II 


<m gm gm mg gm 

proteins vs. the essential amino acids 
- 8—8 0 10 0 
-11 +3 .14 395 15 

- 9 +6 15 374 14 


Exp. II. Role of methionine in nitrogen metabolism 


Methionine : 

3 

—13 

—5 

8 

117 

5 

Methionine : 

4 

— 7 

— 7 

0 

108 

4 

Methionine : 

4 

—12 

—6 

6 

125 

5 

Average 


—11 

—6 

5 

117 

5 


periods, the average loss in weight of 23 rats being 9 gm 
in period I and 8 gm in period II. On this basis then, both egg 
proteins and the mixture of the amino acids not only pre- 
vented the substantial weight loss (— 8 gm) that would have 
been induced by feeding the low-nitrogen diet but caused a 
definite gain in weight from the beginning to the end of the 
6-dav interval (table 2). Theoretically, the loss in weight 
'prevented by the supplement plus the actual increment should 
be equivalent to the body tissue represented by body nitrogen 
spared, i.e., the difference between the nitrogen balances in 


ADDITION TO 
BASAL RATION 
IN PERIOD II 


mg nitrogen / day i 

Exp. I. Egg 
Basal diet only : 0 
Whole eggs: 60 
10 essential 

amino acids: 54 
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the 2 periods. That such is the case is shown by the data pre- 
sented in table 2. 


Experiment 11 

The role of methionine in nitrogen metaholism 

The effect of the addition of methionine to the basal ration 
was checked in 3 different experiments. Supplementary methio- 
nine equivalent to 3 mg of nitrogen was fed daily in 1 test ; to 4 
mg, in the other 2 tests. In each experiment, a marked and 
nearly identical depression in the amount of urinary nitrogen 
followed the introduction of the supplement (table 1). The ef- 
fect was as pronounced as that induced by the addition of egg 
in spite of the fact that the quantities of nitrogen furnished 
by the 2 supplements w 7 ere of different order, i.e., 60 mg vs. 
3 or 4 mg per day (fig. 1). Allison and his co-workers (’45) 
have also observed that the dog, if adequately depleted of its 
labile stores of nitrogen, responds similarly to the adminis- 
tration of methionine. It, is important to note, however, that 
while methionine has some ability to spare body tissue (fig. 
1), it is much less effective than either egg proteins or the 
mixture of amino acids. This is not a surprising observation 
since the metabolic requirements of the body certainly must 
be far too varied to permit their satisfaction by any one amino 
acid. The data indicate, also, that deductions as to the body 
sparing effect of any nitrogenous dietary material should not 
be made in reference to a reduced excretion of nitrogen in 
the urine only. This may give not only a partial, but a dis- 
torted picture. 

The data depict another .interesting phenomenon, i.e., the 
specific capacity of a single substance to reduce losses of 
nitrogen in the urine concurrent with losses in body weight 
(table 2). In this instance, however, losses were reduced in 
magnitude. For example, the 3 groups of rats used in this ex- 
periment, on the average, lost 11 gm from the second to the 
last day of the first metabolism period, and 6 gm in the same 
interval in period II when methionine was fed. Again, on 
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the assumption that losses would have been of the same order 
in the second period as in the first had no methionine been fed, 
its addition to the diet prevented a loss in weight of 5 gm. 
Conversion of body nitrogen spared by the incorporation of 
methionine into the ration to its equivalent in body tissues 
shows that 5 gm of body weight was spared, a figure identical 
with the observed weight loss prevented (table 2). 

The importance of dietary methionine in sparing body tis- 
sue was also demonstrated by observing the effect of its re- 
moval from the mixture of the 10 essential amino acids. Its 
omission caused an increase in the urinary excretion of nitro- 
gen of 110 mg as compared with the decrease of 31 mg which 
followed the feeding of the complete amino acid mixture. Some 
of the incomplete mixture was none-the-less utilized since 
of the 259 mg of available nitrogen fed over the 7-day period, 
149 mg did not appear as extra nitrogen in the urine. In 
a similar experiment, Robseheit-Robbins and Miller ( ’46) 
found that the administration of an amino acid mixture com- 
plete except for methionine caused an increase in the amount 
of nitrogen excreted in the urine. 

Data in table 3 show that methionine behaves like egg pro- 
teins in decreasing the excretion of creatinine. 

TABLE 3 

Urinary excretion of creatinine when the basal low-nitrogen diet is fed (Period I) 
and when the same diet is supplemented with dried whole eggs 
or methionine (Period II ). 


ADDITION TO 

BASAL RATION 

IN PERIOD II 

CREATININE EXCRETED IN THE 7-DAY COLLECTION PERIOD 

Period I 

Period II 

Decrease in excretion 

mg nitrogen/ day 

mg 

mg 

mg 

Egg proteins: 60 

106 

82 

24 

Methionine : 4 

97 

70 

27 


Experiment III 

Methionine vs. other essential amino acids 
In testing the relative effectiveness of the amino acids con- 
sidered essential for the nutrition of the rat, each was offered 
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in a dose that supplied 4 mg of available nitrogen per day, a 
quantity suggested by the work of Wolf and Corley ( ’39). 

Data presented in table 1 and figure 2 show that methionine 
was outstanding in its ability to decrease urinary losses of 
nitrogen. The other amino acids depressed its excretion in 
varying degree. 



Fig. 2 Nitrogen metabolism when each of the 10 essential amino acids sup* 
plements a basal nitrogen-low ration fed to rats. 


The data are even more interesting when translated in terms 
of body-sparing action (fig. 2). Why phenylalanine, valine, 
and tryptophane are the least effective members of the group 
is difficult to explain. Indeed, phenylalanine seems to stimu- 
late the breakdown of body tissue, a finding that suggests 
that the feeding of the acid may lead to the synthesis of the 
related amino acid, di-iodotyrosine. Unavoidable reduction 
of the number of animals’ in the valine group to 2 rats may 
be reflected in the results obtained from feeding this acid. 
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The appearance of a bright yellow pigment in the urine of 
rats fed tryptophane is further evidence of the difficulty the 
animals experienced in utilizing this amino acid under the con- 
ditions of the experiment. The substance excreted, in this 
instance, was not xanthurenic acid, a compound that may 
appear in the urines of pyridoxine-deficient rats fed trypto- 
phane (Lepkovsky, Eoboz and Haagen-Smit, ’45). 

It is noteworthy that the sum of the quantities of body 
nitrogen spared by each amino acid when fed singly was 476 
mg while the 10 amino acids fed as a mixture spared 463 mg 
(table 1). From this it seems that the various amino acids 
have specific roles in protein metabolism which they fulfill 
whether fed singly or as part of a mixture. 

Differences in the results obtained in this study and those 
in a similar experiment reported by Burroughs, Burroughs 
and Mitchell in 1940 may be explained, it seems to the present 
authors, in terms of relative protein stores, the constancy of 
the plane of nitrogen metabolism in the period of low-protein 
feeding, the lag or hangover in the effect of proteins or amino 
acids on the excretion of nitrogen as observed in rats and 
dogs in subsequent periods of nitrogen deprivation (Swanson 
et al., ’47 ; Allison, Anderson and Seeley, ’45) and of the 
repeated use of the same animals without realimentation in 
successive experiments. 

Experiment IV 

Effect of feeding graded doses of supplementary 

methionine 

IJnlike the progressive increases in the quantity of nitrogen 
excreted in the urine that accompany graded increases in the 
quantity of nitrogen fed when many proteins are added to the 
basal diet, egg proteins maintain the depression at about the 
same point no matter whether 1, 2, 3, or 4% of egg proteins 
are furnished in the ration (fig. 3). Only when the diet con- 
tains dried eggs equivalent to 5% of protein does the excretion 
of nitrogen equal that in period I. 
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Bata showing the effect of methionine when fed in quanti- 
ties that supplied nitrogen ranging from 1 to 16 mg daily are 
presented in table 1 and may be compared with that of eggs in 
figure 3. Care should be exercised in comparing the graphic 
presentations since weight of methionine nitrogen in 1 case, 
and per cent of egg proteins in the other, were used as the 
bases for pictorial arrangement. Trends, however, are clear. 


MG. METHIONINE PERCENT 

NITROGEN FED PER DAY. EGG PROTEINS IN DIET. 



I 2 3 4 5 6 I I 2 5 4 5 


MG. METHIONINE PERCENT 

NITROGEN FED PER DAY. EGG PROTEINS IN DIET. 


A. NITROGEN IN URINE. 


B. BODY NITROGEN SPARED. 


Fig. 3 Nitrogen metabolism when increasing quantities of either methionine 
or egg proteins supplement a basal nitrogen-low ration fed to rats. 

When methionine was offered at the 6 ascending levels of 
dietary intake, there was a progressive decrease in the de- 
pression in the excretion of urinary nitrogen that ranged from 
35 to 11 mg per 100 cm 2 of body surface. The data suggest 
that, under these experimental conditions, the methionine re- 
quirement of a rat weighing about 260 gm is 11 mg or less per 
day. If any excess beyond the amount required is excreted, 
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the urinary excretions of nitrogen characteristic of the higher 
levels of intake may be reasonably explained. 

Increased quantities of egg proteins in the diet were asso- 
ciated with an increased sparing of body nitrogen (fig. 3). 
On the other hand, no real difference existed in the respective 
quantities of body nitrogen spared at each level of methionine 
intake as shown by analysis of variance. If the requirement 
is of the low order postulated, it is logical that, however 
large the quantities of methionine ingested, no additional 
body nitrogen would be spared, once the requirement is satis- 
fied. Egg proteins, on the other hand, contain substances in 
addition to methionine, and as the amount of egg ingested is 
increased, amino acids are provided that also are needed for 
maintenance or for the synthesis of functional metabolites. 

Experiment V 

Physiologically essential groups in methionine 

Is methionine important by virtue of its organic sulphur, its 
methyl group or both? In a comparative test, sulphur in the 
form of cystine and potential methyl group in the form of 
choline were fed as dietary supplements in quantities that 
were equivalent to 4 mg of nitrogen. The quantity of choline 
given was in addition to the amount routinely supplied in 
the vitamin mixture. 

Data presented in table 1 and figure 4 show that cystine 
and choline apparently share with methionine the ability to 
decrease urinaTy losses of nitrogen and to spare body tissue. 
Any apparent differences are statistically insignificant. This 
finding agrees with the work of Mulford and Griffith (’42) 
which indicates that metabolicallv the same molecule of methi- 
onine cannot be used as a source of both organic sulphur and 
labile methyl groups. Were the reverse true, one molecule 
of methionine should be able to spare body nitrogen equiva- 
lent to the sum of that spared by cystine and choline in- 
dividually. 
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Fig. 4 Nitrogen metabolism when methionine, cystine, or choline suppl emeu ^ s 
the basal nitrogen-low ration fed to rats. 


Experiment VI 
. Tissue analyses 

The carcasses of a group of animals removed from the stock 
colony when 6 months old, of groups fed the ration poor m 
nitrogenous materials for either 18 or 29 days, respectively, 
and of another group maintained first on the basal diet f° r 
18 days and then on a nitrogen-supplemented diet for H days 
were analyzed for nitrogen and methionine. Two nitrogenous 
supplements were fed, i.e., egg equivalent to 42 mg of nitrogen 
and methionine equivalent to either 1, 2, 4, or 16 mg of nitro- 
gen per day. Data obtained from these groups permitted com- 
parison of total carcass nitrogen at the beginning of the bal- 
ance test, at the end of period I in the experiment, at the end 
of the second metabolism period in which a nitrogenous 
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supplement was ingested, and at the end of the second metab- 
olism period when no supplement had been offered. 

Data pertaining to these experiments are presented in 
table 4. It may be seen that the nitrogen content of the whole 
carcasses decreased from 8.38 gm to 6.41 gm as the result 
of feeding the nitrogen-low diet for 18 days. The body weight 
declined correspondingly. Neither the feeding of the basal 
diet for an additional 11 days nor the administration of sup- 
plementary methionine for the same period had any further 
effect on the nitrogen content of the carcass. The addition 

TABLE 4 

Average nitrogen and methionine present in carcasses of rats at different intervals 
of the balance test following the feeding of either a nitrogen-poor or 
a nitrogen-supplemented ration in period II. 


OBSERVATIONS 
(3 RATS PER GROUP) 

AT BEGIN- 
NING OF 
TEST 
PERIOD 

AFTER N-IiOW 
FEEDING FOR 

AFTER 11 DAYS SUPPLEMENTAL' 
FEEDING FOLLOWING 18 DAYS 

ON N-LOW DIET 

18 

days 

29 

days 

42 mg egg 
N per 
day 

; Mg M© N per day 


1 

2 

4 

16 

Aw body wt., gm 

326 

253 

249 

289 1 

233 

226 

235 

225 

Total N, gm 

8.38 

6.41 

6.69 

7.75 

6.67 

6.25 

5.52 

6.37 

N, gm % 

2.58 

2.52 

2.68 

2.69 

2.86 

2.77 

2.36 

2.82 

Total Me, mg 

182 

132 

132 

159 

144 

123 

123 

145 

Me, mg % 

56 

52 

53 

55 

62 

54 

51 

63 

Methionine IN 









~~~ ~~ - , % 

2.2 

2.1 

2.0 

2.1 

2.2 

2.0 

2.2 

2.2 

Total N 










1 The rats in this group were large, weighing 296 gm after the feeding of a low- 
nitrogen ration for 18 days. 


of egg proteins to the diet for 11 days, however, brought the 
nitrogen content of the carcass to 7.75 gm. 

The total methionine content of the carcass fell during the 
first 18 days that the nitrogen-low diet was fed, and the data 
seem to indicate that no further changes were induced there- 
after, regardless of whether the animal was continued on 
the ration poor in nitrogen or whether it was given the basal 
diet supplemented with methionine. Apparently the body 
sparing action of methionine (fig. 4) is not related to a gain 
in either the total nitrogen or the methionine content of the 
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carcass. This observation is in accord with the relatively 
small amount seemingly required by the adult rat. 

■ The findings suggest that methionine either serves in the 
fabrication of essential metabolites contributing little nitro- 
gen to the total value of the carcass or acts as a catalytic 
agent governing essential processes. After the basal need is 
met, the methionine may then be used in the regeneration 
of body tissues providing the other building stones are present, 
as indicated by the fact that the methionine content of whole 
carcasses of rats fed egg proteins is higher than that of 
those fed the basal diet alone or the basal ration supple- 
mented with methionine. The ratio of methionine nitrogen of 

TABLE 5 

Average weight , total nitrogen content , and methionine content of livers extirpated 
from rats at end of each period of the balance test , 43 mg of methionine 
supplementing the ration in period II. 


NO. 

OF 

RATS 

BODY 

WT. 

WT. OF 
FRESH 
LIVER 

WT. OF 
DRY FAT- 
FREE 
LIVER 

TOTAL 
NITROGEN 
IN LIVER 

NITROGEN 
IN DRY 
FAT-FREE 
LIVER 

TOTAL 
METH- 
IONINE 
IN LIVER 

METHIONINE N 

TOTAL N 


gm 

gm 

gm 

mg 

% 

mg 

% 




N-low diet for 18 days 



4 

267 

6.41 

1.50 

127 

8.46 

41 

3.00 

N-low diet for 18 days followed by 

methionine supplementation for 11 days 

5 

290 

6.96 

1.47 

154 

10.4 

50 

2.94 


the carcass to its total nitrogen content remained unchanged, 
i.e., 2.1, in spite of any dietary manipulation imposed. 

Methionine feeding for the last 11 days of the metabolism 
test apparently is associated with the elaboration of some 
hepatic tissue. Average weights of the dry fat-free livers of 
the animals killed at the end of each experimental period were 
approximately the same. However, the livers of the animals 
fed the nitrogen-low diet for 29 days contained 127 mg of 
nitrogen and 41 mg of methionine as against 154 mg and 50 
mg, respectively, when their ration contained methionine 
(table 5). 
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It may be recalled that the loss of large quantities of nitro- 
gen through the urine during the period of protein depriva- 
tion in the metabolism test was accompanied by an equivalent 
loss in body weight, and that the addition of methionine to 
the diet although not preventing these losses did decrease their 
magnitude. In addition, the quantity of methionine present 
per gm of dry fat-free gastrocnemius muscle was constant in 

TABLE 6 


Methionine content of the gastrocnemius muscle of rats analysed at different 
intervals of the balance test following the feeding of either a 
nitrogen-poor or a nitrogen-supplemented ration in period II. 


INTERVAL OF BALANCE TEST 

METHIONINE/OM DRY 
FAT-FREE MUSCLE 

Beginning of experiment 

mg 

38 

End of period 1; N-low diet, 18 days 

36 

End of period II 

N-low diet, 29 days 

37 

Egg supplement, 18 days 

35 

Me supplement, 18 days 

1 mg Me N/day 

38 

2 mg Me N/day 

36 

4 mg Me N/day 

38 

8 mg Me N/day 

38 

16 mg Me N/day 

38 


all experimental groups (table 6). These observations sug- 
gest that when methionine is not provided in the diet, the 
animal cannot selectively remove methionine from its tissues 
to meet its requirement for the amino acid. Instead it breaks 
down complete protein units to secure this vital substance, and 
throws away in the urine a large portion of the remaining 
molecule. 

SUMMARY AND CONCLUSIONS 

A marked reduction in the quantity of nitrogen excreted 
in the urine by standardized rats partially depleted of their 
bodily reserves of protein follows the introduction of whole 
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eggs into a protein-free ration. This effect may be ascribed 
to the amino acid content of the supplement. It has been 
shown that the influence of an equivalent quantity of nitrogen 
supplied in the form of the 10 essential amino acids is as 
marked as that of eggs providing 3.5% of dietary protein. 
Depressions in the excretion of urinary nitrogen lead to a 
marked sparing of body tissue. The validity of the concept, 
“body nitrogen spared,” has been tested by relating changes 
in the nitrogen balance in the 2 metabolism periods to changes 
in body weight. 

Cystine, choline, and all of the essential amino acids except 
phenylalanine, valine, and tryptophane exert some action in 
sparing body nitrogen. Of the group, methionine is the most 
powerful in this respect. No single amino acid, however, 
can be very important quantitatively in sparing body tissue 
in the partially depleted animal, in view of the complex 
demands of the body for the synthesis of its structural and 
functional components. Egg proteins and a mixture of the 
essential amino acids are much more effective in this respect 
than is any individual amino acid, as indicated by the quanti- 
ties of body nitrogen spared and by restoration of weight loss 
when the nitrogen-poor ration was fed. 

Analyses of whole carcasses, liver, and muscle of adult rats 
suggest that the effect of methionine in nitrogen metabolism 
is specific. Continued loss in body weight, the lack of change 
in the total nitrogen content of the carcass, the constancy of 
the ratio of methionine nitrogen to total nitrogen of the car- 
cass, and the increment in hepatic tissue when methionine is 
fed to the depleted animal point to the possibility that this 
amino acid does not act in the general maintenance of body 
tissues but in the synthesis of functional proteins and im- 
portant metabolites. 

LITERATURE CITED 

Albanese, A. A., J. Frankston and V. Irby 1944 The estimation of methio- 
nine in protein hydrolysates and human urine. J. Biol. Chem., 156 : 
293. 



410 


MIRIAM BRUSH AND OTHERS 


Allison,, J. B., J. A. Anderson and R. D. Seeley 1945 The determination 
of the nitrogen balance index in normal and hypoproteinemic dogs. 
Preprinted manuscripts, Conference on proteins and protein hydroly- 
sates in nutrition, The New York Acad. Sciences, Dec. 7 and 8. 

Burroughs, E. W., H. S. Burroughs and H. H. Mitchell 1940 The inde- 
pendence of the endogenous and the exogenous metabolism of nitrogen. 
J. Nutrition, 19 ; 271. 

Croft, P. B., and R. A. Peters 1945 Nitrogen loss after thermal bu,i*ns, 
Lancet (London), 248 : 266. 

Polin, O. 1905 A theory of protein metabolism. Am. J. Physiol., 13 ; 117. 

Lavine, T. P. 1943 An iodometric determination of methionine. J. Biol. Chem., 
151 : 281. 

LepkovskY, S., E. Roboz and A. J. PIaagen-Smit 1943 Xanthurenic acid and 
its role in the tryptophane metabolism of pyridoxine-defieient rats. 
J. Biol. Chem,, 149 : 195. 

Madden, S. C., and G. H. Whipple 1940 Plasma proteins: their source, pro- 
duction and utilization. Physiol. Rev., 20 : 194. 

Miller, L. L. 1944 The metabolism of dZ-methionine and Z-cystine in dogs 
on a very low protein diet. J. Biol. Chem., 152 : 603. 

Mitchell, H. H, 1924 A method of determining the biological value of protein. 
J. Biol. Chem., 58 ; 873. 

Mulford, D. J., and W. H. Griffith 1942 Choline metabolism. J. Nutrition, 
23 : 91. 

Robscheit-Robbins, F. S., and L. L. Miller 1946 Amino acid utilization in 
simultaneous hypoproteinemia and anemia. Elimination of 1 essential 
from growth mixture. Proe. Fed. Am. Soc. Exp. Biol., 5 : 226. 

Sahyun, M., Editor 1944 Outline of the Amino Acids and Proteins. Reinhold 
Publ. Corp., New York, N. Y., p. 225. 

Schoenheimer, R. 1942 The Dynamic State of Body Constituents. Harvard 
University Press, Cambridge, Mass. 

Swanson, P. P., W. Willman, M. Brush, E. F. Brown and G. F. Stewart 1947 
The “biological efficiency” of egg proteins. Submitted for publication 
as a Research Bulletin of the Iowa Agr. Exp. Station. 

Willman, W., P. P. Swanson, G. F. Stewart, Gladys T. Stevenson and M. 

Brush 1945 Biological efficiency of egg proteins. Proc. Fed. Am. 
Soc. Exp. Biol., 4 : 164. 

Wolf, P. A., and R. C. Corley 1939 Significance of amino acids for the 
maintenance of nitrogen balance in the adult white rat. Am. J. 
Physiol., 127 : 589. 



COVITAMIN STUDIES 


VI. EFFECT OF TOCOPHEROL SUPPLEMENTATION ON THE OUTPUT OF 
VITAMIN A, CAROTENE, AND FAT BY DAIRY COWS 1 
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SIX FIGURES 

(Received for publication October 18, 1946) 

After it had been shown that vitamin E spares vitamin A 
in the economy of the rat (Harris et al., ’44; Hickman et al., 
’44a, b), it seemed to ns that the dairy cow would be the best 
animal for continuing the experiments. The cow derives vita- 
min A solely from the carotene of her feed, and the efficiency 
of utilization, judged by the final transfer to the milk (about, 
3%), is notoriously low. If the vitamin status or general health 
of the cow — particularly of barn-fed animals in wintertime — 
could be benefited by extra vitamin E, this simple procedure 
would ultimately have wide repercussions in human nutrition. 

At the start of the project we believed that both carotene 
and vitamin A would be found in higher concentrations in the 
milk of animals given vitamin E. Vitamin A has been fed to 
cows by various experimenters in the hope of achieving the 
same end (Deuel et al., ’42). Accordingly, we included vitamin 
A and mixed A and E supplementation in our study. Our 
preconceived objectives were not realized but we found such 
a significant increase in the production of butterfat and such 
an improvement in the health of the herds that we continued 
the experiment with open mind. 

1 Communication no. 102 from the laboratories of Distillation Products, Inc., 
Rochester, New York. 
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The technique of using cows on farms in our vicinity proved 
extraordinarily difficult and it was only after several failures 
that we began to get trustworthy results. For instance, in 
our earliest study the farm manager observed that the cows 
in one of the groups after about 6 weeks of vitamin E supple- 
mentation had much better appetites and healthier looking 
hair and hides. He transferred all the groups to tocopherols 
without telling us ! At another farm the veterinarian gave our 
experimental animals intramuscular injections of vitamin A, 
without our knowing it. 

After various experiences of this kind, we finally arranged 
for the use of a herd of 75 registered Brown Swiss cows. 2 
We had complete control of the diet and did all supplement 
feeding, milk sampling and record keeping. The only restric- 
tion made by the owners was that we refrain from taking fre- 
quent blood samples, with which we had hoped to follow the 
vitamin concentration in the plasma parallel with that in the 
milk. 

The form in which the vitamin supplements were fed proved 
to be of considerable importance. Merely placing measured 
volumes of oil concentrates of vitamin A or E on the feed in 
the manger was unsatisfactory. Some cows nosed the oily feed 
aside and refused it entirely while others ate only part of the 
supplement. Parenteral administration was not desirable 
because of the relatively poor utilization of fat-soluble vita- 
mins when injected as compared with oral administration. 
Simple adsorption of the vitamin concentrates on flour or 
small portions of grain mixtures allowed for easy feeding 
but the vitamins proved to be unstable exposed in this way. 
The problem was finally solved by the use of specially manu- 
factured powdered concentrates of vitamins A and E which 
had been stabilized against destructive oxidation. 3 Measured 
quantities of these dry vitamin concentrates were spread on 

2 Mr. E. Merrill and Mr. F. [Roberts of Forest Farms, Webster, ISTew York, were 
exceedingly cooperative and helpful in permitting the use of their dairy herd. 

3 c f My vadry, * 3 manufactured by Distillation Products, Inc. 
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the grain mixture once daily. In no instance did the animals 
refuse to consume the supplements completely. 

Milk produced by each cow was carefully weighed at each 
milking on a Chattillon balance and the amount recorded. 
It was analyzed for butterfat twice each month, once by the 
licensed state tester and once in our own laboratory. The 
official Babcock test was used. Milk samples representative of 
the day’s total output were analyzed every 2 weeks or oftener 
for vitamin A and carotene by the method of Koehu (’ 40 ). 
Calibration curves were constructed using a standard vitamin 
A ester concentrate and crystalline 3-carotene. Consequently, 
analytical results were determined in terms of micrograms of 
vitamin A and of carotene. Although this is the preferable 
method of reporting results we have converted the values to 
“international units” to facilitate comparison with published 
figures. To convert micrograms of vitamin A to international 
units the conversion factor 3.5 was used. A factor of 1.67 was 
employed to change micrograms of carotene to international 
units. The calculation of “4% milk” was made using Gaines’ 
formula (’28) namely “(pounds milk produced X 0-4) -f- 
(pounds fat produced X 15.0) = pounds 4% milk.” 

The cows were grouped insofar as possible according to age, 
stage of lactation, and relative amount of milk produced. They 
were fed grain throughout the year, even while on pasture 
from May through August. During the rest of the year they 
received corn silage and chopped, field-cured hay. Their feed 
was analyzed occasionally for carotene content and found to 
vary considerably. As a reasonable average value for vitamin 
A intake during stall feeding we used 550,000 units per day, 
of which approximately 40% was furnished by silage, 1% 
by the grain mixture, and 59% by hay. 

Effect of vitamin E on fat concentration of milk 
and on milk output 

It became evident in our preliminary experiments that the 
cows receiving extra amounts of vitamin E secreted milk with 
higher fat concentration. This increase was fairly large and 
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regular. Conversely, the volume of milk secreted by the vita- 
min E supplemented cows was usually slightly reduced. How- 
ever, the overall change in production on the basis of “4% 
milk” was almost invariably an increase. An experiment was 
therefore set up to test the significance of the increase of 



TIME (MONTHS AFTER START OF VITAMIN 
SUPPLEMENTATION) 

Fig. 1 Effect of vitamins A and E supplementation on the output of 4% milk 
by matched groups of Brown Swiss dairy cows. 

“4% milk” production. Four groups were selected, each con- 
taining 4 carefully matched cows, and each group was sup- 
plemented in a different way with vitamins as shown in 
figure 1 . The cows receiving vitamin E for more than 1 month 
of feeding maintained their milk production above the usual 
rate of decline. Cows receiving vitamin A and, surprisingly, 
vitamin A plus vitamin E did not show this effect. The cows 
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in this experiment were not used after 3 months of supple- 
mentation because several in each group had passed their 
ninth month of lactation. 

Following this confirmation that vitamin E increased milk 
and fat output the experiment was repeated using a larger 


TABLE 1 

'Effect of vitamin E supplementation on butter fat concentration . 


NO. AVERAGE BTJTTERFAT % 

PAT CONCENTRATION 

OF MILK. PRODUCED ( % ) 

COW LACTATION ( 300 DAYS) 

1 ' l 

2 

3 

4 

5 

6 



Group I control 





1A3 

4.14 

3.3 

3.2 

3.6 

4.0 

3.8 

3.5 

1B4 

4.14 

2.7 

3.0 

2.1 

3.2 

4.9 

2.9 

1C3 

3.44 

3.3 

3.2 

3.8 

3.5 

3.7 

4.0 

1D6 

4.38 

4.2 

3.5 

3.8 

3.7 

3.8 

2.3 

1E7 

3.66 

5.0 

3.4 

2.5 

3.5 

3.1 

3.4 

1F1 

4.21 

2.5 

2.8 

4.3 

3.1 

4.0 

3.8 

1G6 

4.38 

4.2 

3.5 

3.8 

3.7 

3.8 

2.3 

Monthly average 

4.05 

3.60 

3.23 

3.41 

3.53 

3.87 

3.17 

Total average 





3.47 




Group IT vitamin E supplement 




4A31 

4.44 

4.4 

4.4 

4.2 

4.3 

4.0 

4.3 

4B34 

4.71 

5.0 

5.0 

4.5 

3.7 

4.3 

4.2 

4030 

3.87 

4.6 

4.7 

5.1 

4.6 

4.3 

4.5 

41)35 

4.35 

5.5 

4.7 

4.7 

4.2 

4.0 

4.0 

4E36 

3.97 

3.6 

3.3 

3.5 

3.6 

3.5 

3.7 

4F34 

3.87 

5.0 

4.5 

3.7 

4.3 

4.2 

3.7 

4G33 

3.87 

5.3 

5.3 

5.2 

5.2 

5.6 

5.4 

Monthly average 

4.15 

4.77 

4.56 

4.41 

4.27 

4.27 

4.26 

Total average 





4.42 




1 Figures refer to calendar months during experiment. 


number of matched pairs of cows which were not so far ad- 
vanced in lactation. One group was used as controls while 
the animals of the other group were fed 1.0 gm extra of natural 
mixed tocopherols daily. The findings are shown in tables 1 
and 2. Analyses of variance (Bliss and Marks, ’39) of these 
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data confirm the fact that both butterfat concentration and 
“4% milk” production are significantly (P— <0.05) in- 
creased by tocopherol supplementation. 

TABLE 2 


Effect of vitamin E supplementation on output of “4% milk.” 


NO. AVERAGE PRODUCTION 

OF DURING PREVIOUS 

COW LACTATION (300 DATS) 


PRODUCTION OF “4% MILK” 

(lbs. /day) 


l 1 

2 

3 

4 

5 

6 


(lbs./ day ) 

Group I control 




1A3 

37.62 

37.03 

36.64 

32.19 

34.96 

30.51 

27.48 

1B4 

30.51 

29.57 

33.09 

24.98 

29.90 

25.65 

20.60 

ICS 

37.07 

37.00 

36.60 

30.51 

27.50 

26.47 

27.13 

1D9 

25.61 

46.18 

42.91 

34.40 

34.56 

30.42 

29.85 

1E7 

36.71 

57.73 

50.74 

38.41 

39.90 

34.01 

31.28 

1F1 

37.66 

36.64 . 

35.47 

45.11 

31.07 

30.84 

28.29 

,1G6 

25.61 

52.20 

44.40 

43.70 

40.24 

34.60 

29.50 

Monthly- 

average 

32.97 

42.34 

39.98 

35.61 

34.02 

30.36 

27,73 

Total average 

32.97 



35.01 




Group IV vitamin E supplement 




4A31 

27.13 

42.63 

47.93 

45.08 

42.80 

36.52 

36.46 

4B34 

34.04 

62.10 

59.80 

53.79 

51.06 

44.36 

40.59 

4C30 

21.86 

34.34 

28.31 

31.07 

32.34 

30.45 

30.96 

41)35 

33.90 

61.90 

59.51 

57.86 

54.58 

51.38 

54.81 

4E36 

30.93 

32.59 

34.25 

33.91 

31.91 

31.82 

28.83 

4F38 

34.04 

59.80 

53.79 

50.06 

48.36 

40.59 

36.12 

4G39 

30.30 

41.14 

38.40 

36.78 

34.06 

32.78 

33.23 

Monthly 








average 

30.31 

47.79 

46.00 

44.08 

42.16 

38.23 

37.29 

Total average 

30.31 



42.59 




1 Figures refer to calendar months during experiment. 


It should be pointed out that the experiment from which the 
data in tables 1 and 2 were obtained was conducted throughout 
the 1-year period from February, 1945, to February, 1946. The 
supplements were given during the summer months of pasture 
feeding as well as during the winter months of stall feeding. 



TOCOPHEROL SUPPLEMENTATION OF COWS 


417 


Unexpectedly, the effects of additional tocopherol persisted 
even through the period of pasture feeding. 

In general, the increase in “4% milk” output due to toco- 
pherol supplementation varies from 5 to 15%. However, the 
increase in fat concentration induced by tocopherol ranges 
between 10% and 40%. Figure 2 shows the butterfat levels 
in 3 matched groups of 6 cows each, studied for 21 months. It 
is evident that the additional tocopherol has induced a 
metabolic change which is reflected in an increase in fat con- 
centration in the milk. That this effect is rather rapid was 



Fig. 2 Changes in fat test of dairy cows induced by vitamin supplementation. 


demonstrated by several tests of the cross-over type. Indivi- 
dual cows in the vitamin E supplemented group ceased re- 
ceiving a supplement, and cows in the control group were given 
vitamin E. Ten days after the changes were made there were 
noticeable changes in fat concentration in the milk. Upon 
returning to the original feeding program the fat concentra- 
tions were reversed, again within 10 days. 

Further confirmation of this effect of vitamin E on milk- 
fat production was obtained in a short experiment at the 
Silver Forest Farm in Forestville, New York. 4 Four closely 

4 We appreciate the kindness of Mr. L. Hawkins and Mr. I. Dodge in allowing 
us to report these data. 
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matched trios of registered Guernsey cows were used. The 
groupings and production data are shown in table 3. Cow 1 
in each trio was used as the control and received no supple- 
ment. Cow 2 received 1.0 gm of vitamin E daily in the form 

TABLE 3 


Output of “4% milk ” by Guernsey cows as affected by vitamin JS supplementation . 



cows 1 


GROUP OR TRIO NUMBER 

AVERAGE 

l 

2 

3 

4 


1 

12-39 

1-39 

3-43 

6-43 


Date of birth 

2 

8-41 

1-40 

7-42 

1-43 


(month and year) 

3 

10-42 

12-37 

6-43 

8-42 



1 

4 

4 

1 

1 


Lactation 

2 

3 

4 

.. 2 

1 



3 

2 

6 

1 

2 



1 

11-45 

11-45 

11-45 

11-45 


Date of freshening 

2 

12-45 

11-45 

11-45 

10-45 



3 

12-45 

11-45 

12-45 

10-45 


Production during 

1 

47.2 

46.2 

30.3 

40.0 


January, 1946 

2 

54.5 

57.5 

33.2 

22.6 


(average lbs. milk/day) 

3 

50.8 

51.3 

32.1 

24.8 


Milk-fat concentration 

1 

4.30 

5.58 

5.70 

4.97 


during January, 1946 

2 

5.52 

4.68 

4.00 

4.90 


(average % fat in milk) 

3 

4.59 

4.65 

5.26 

4.90 


4% milk produced during 

1 

49.33 

57.17 

38.09 

45.85 


January, 1946 

2 

60.95 

63.35 

33.20 

25.70 


(lbs.) 

3 

55.25 

56.37 

38.18 

28.06 


Change in production of 

1 

—18.0 

—26.6 

—26.0 

—14.1 

—21.2 

4% milk, compared with 

2 

—10.9 

—14.3 

—14.3 

—5.8 

—11.3 

that of Jan., in Peb. (%) 

3 

—9.4 

—1.8 

—14.2 

—9,1 

—8.6 


1 

—10.9 

—24.8 

—26.1 

—16.0 

—19.5 

Change in March (%) 

2 

—7.7 

—16.7 

—19.2 

—4.4 

—12.0 


3 

—1.7 

—12.8 

22.7 

—8.5 

—11.4 


1 

—23.9 

—32.8 

—36.8 

—20.9 

—28.6 

Change in April (%) 

2 

—9.6 

—20.0 

—24.8 

—10.0 

—16.1 


3 

—12.2 

—25.1 

—23.6 

—11.6 

—18.1 


1 Cow 1 in each trio received no supplement and was the control. 

Cow 2 in each trio received 1.0 gm of mixed toeopherols, of which 10% was in 
the a- form. 

Cow 3 in each trio received 1.0 gm of toeopherols, of which 60% was in the 
a- form. 
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of a concentrate of mixed natural tocopherols, chiefly y- and 
o-tocopherol with 10% a-tocopherol. Cow 3 received the same 
amount of vitamin E in the form of a concentrate of mixed 
natural tocopherols (60% a-tocopherol) similar to that used at 
Forest Farms. The supplements were begun February 1, 
1946. The production level for January, 1946, for each cow 
was used as the base value and changes from this constituted 
the criterion of response due to supplementation. Figure 3 



Fig. 3 Effect of vitamin E on the output of 4% milk by matched groups of 
Guernsey cows. 
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shows these changes and indicates that: (1) vitamin E bene- 
ficially influenced “4% milk” production in Guernsey cows, 
and (2) the y- and S-tocopherol concentrate low in a-tocopherol 
seems equally effective for this purpose. The differences in 
“4% milk” production recorded in figure 3 between the control 
group and the 2 vitamin E supplemented groups were statis- 
tically significant (P= <0.05). 



vitamin supplementation. The dashed portions of the curves indicate a period of 
2 weeks in December, 1944, during which the cows were not supplemented. 

Effect of vitamins A and E on concentration of 
vitamin A and carotene in milk 

Data for this are shown in figure 4. It seems obvious that 
insofar as the concentration or the total output of vtamin A 
per se is concerned, vitamin E caused no increase. The average 
increase in vitamin A above the controls for both the A and 
the A + E groups is about 75%. The vitamin E group aver- 
aged about 10% higher in vitamin A concentration of milk 
than the control group, but since the increase occurred all 
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at tlie beginning of the period as shown in the curves in 
figure 4 it is not considered significant. 

The effect of vitamin E on carotene concentration in the 
milk was somewhat different. It is now well established that 
large doses of vitamin A depress the level of carotene in the 
blood and milk of dairy cows (Deuel et ah, ’42). This is con- 
firmed in figure 4 where the carotene level of the vitamin A 
group is 33% below that of the control group. However, when 
vitamin E was fed simultaneously with the vitamin A the 
depression of carotene was not so pronounced,- it was about 
23% lower on the average than that of the control group. 
Vitamin E alone did not affect the carotene of the milk. There 
is rather great variability of response in these experiments, 
but since the trend is constant and has been confirmed in 
shorter tests it seems reasonable to conclude that when vita- 
min E is administered with vitamin A the carotene concentra- 
tion in the milk is lowered only two-thirds as much as when 
vitamin A is fed alone. 

The overall efficiency of transfer 3 of carotene from feed to 
vitamin A potency in the milk is shown in figure 5. The for- 
mula used is as follows : 

‘ ‘ Efficiency of transfer 1 ’ = 

I.U. secreted by supplemented cows — I.U. secreted by control cows 
I.U. of A irx daily supplement 

The bar graph at the top of figure 5 shows the apparent var- 
iation in efficiency of transfer over a 15-month period. First, 
however, it should be noted that the overall average efficiencies 
for the A-fed group and the group fed A + E are essentially 
the same, about 2.4%. The efficiency percentages vary during 
the year from as much as 6% in the winter (January and 
February) during stall feeding to less than 1% in the summer 
(June and July) when fresh pasturage is available. 

The absolute values and seasonal variations for the average 
concentration of vitamin A potency (vitamin A per se plus 

r> I.U. secreted equals the sum of the carotene and the vitamin A in international 
units contained in the milk secreted daily. 
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carotene) in the milk of the control group are also of interest 
(fig - . 6). For example, the maximum average concentration 
(approximately 1,800 units per quart) occurs in the period 
from June through October and rapidly drops to a minimum 
(800 to 900 units per quart) in the period from January 
through April. This means, of course, that the milk con- 
sumer may obtain milk in the winter which furnishes him with 



Fig. 5 Influence of vitamin A vs. vitamin A and E in effecting transfer of 
vitamin A potency into the milk. 

t Average number of I.U. of vitamin A potency secreted per day per cow 
(vitamin A -f carotene). Increase in vitamin A potency (vitamin A + carotene) 
of milk related to vitamin A in daily supplement. 

* Increase in vitamin A potency (vitamin A plus carotene) of milk related to 
vitamin A in daily supplement. 

only 50% of the vitamin A potency of summer milk. These 
variations are also shown in figure 6, expressed on the basis 
of butterfat. Carotene contributed about 34% of the total 
vitamin A activity of the milk (Lord, ’45). This varied from 
25% in the winter to 40% in the summer. 

Referring again to figure 5, it is evident that supplementa- 
tion of the dairy cow with 250,000 units of vitamin A per day 
during the winter is not enough to maintain the vitamin A 
potency of the milk at the summer level. Deuel and co-workers 
( ’41) have previously noted this and state that the diet of the 
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cow must be supplemented with at least 700,000 units of vita- 
min A to achieve a significant increase in vitamin A concen- 
tration in the milk. In experiments not reported in detail in 
this communication, we have fed vitamin A supplements of 
500,000, 750,000, and 1,000,000 units per day. The 2 higher 
levels were necessary to maintain the vitamin A potency at 
summer values. This, of course, would not be economical as 
a means of supplying vitamin A to the consumer. It should 
be done only if there is evidence that it improves the general 
health of the cow. « 



Fig. 6 Changes in total vitamin A potency of milk and of butter fat of Brown 
Swiss control cows. 

General effects of vitamin E supplementation 

Impressions and opinions of the herdsman and farm man- • 
ager, although subjective in nature, are also of considerable 
value in evaluating the responses to vitamin E supplemen- 
tation. These, men reported that the supplemented cows had 
increased appetites. They also noted that the cows looked 
healthier and more vigorous. Generalized infections were 
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completely absent. There was less mastitis (strip-cup test) 
than in the controls or in the herds of previous years according 
to the records. The ratio of services to conceptions decreased 
from 5 to 1 in previous years to less than 3 to 1 among the 
supplemented cows. There were no stillbirths and only 1 
abortion. On only 1 occasion was it necessary to remove the 
fetal membrane following parturition. The record for the 
previous year showed 3 stillbirths, 4 abortions, and retained 
placentas requiring the services of a veterinarian after the 
birth of almost every calf. In general, our previous exper- 
ience with other herds, which indicated that supplementation 
with vitamin E or with both vitamins A and E is highly desir- 
able, has been confirmed in this investigation. 

DISCUSSION 

The benefits to dairy cows of supplementation with vitamin 
E (and A) may be due in part to the effect of these vitamins 
on the microorganisms of the rumen. Vitamin E in particular 
may affect the oxidation-reduction potential of rumen contents 
enough to change the proportions of the various organisms. 
We considered the possibility of this mode of action of vitamin 
E upon finding that very little of the administered toco- 
pherol was secreted in the milk. For example, the tocopherol 
content of summer milk-fat was 42 gg per gm for control 
cows and between 49 and 53 gg per gm for E-fed animals. 
Winter milk-fat contained about 23 gg per gm and 47 gg 
per gm for control and E-fed cows, respectively. Some of the 
tocopherol apparently found its way into the body of the cow 
and was secreted into the milk. The efficiency of this transfer 
is very low; 2% would seem to be a maximum value. However, 
it should be kept in mind that we do not know the optimum 
dose of tocopherol for cows. All of these experiments were 
carried out using 1.0 gm of tocopherol. We have yet to inves- 
tigate the responses at different dosage levels. 

The vitamin E concentration in the blood of the cows was 
determined only at 1 time of the year, during February. The 
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average for the control group was 0.45 mg % and for the 
E-fed group 1.06 mg* %. In previous studies on Holstein cows 
the tocopherol levels in the blood of control and E-fed cows 
showed the same difference. The tocopherol level considered 
normal for humans is 1.0 mg or more per 100 ml of plasma 
(Quaife and Harris, ’44), and it is interesting to speculate 
that perhaps the tocopherol supplement was necessary to 
raise the vitamin E nutriture of the cow to normal. 

An interesting sidelight of this study concerns the difference 
in curd formation in the milk from the various groups of 
cows. This will be investigated in detail as soon as possible. 
In brief, the milk from E-fed cows coagulates less quickly 
than milk of control cows, while the milk of A-fed cows coagu- 
lates more quickly. Coagulation is considered as visible 
clotting of the protein and separation of the milk into whey 
and clot. Surprisingly enough, the increase in titratable 
acidity is the same in all of the milks, but invariably the milk 
from the A-fed cows separates more quickly and that from 
the E-fed cows less quickly than that from the control 
cows. It is not impossible that some fundamental change 
in the proteins of the milk has taken place under the 
influence of either vitamin A or vitamin E which would ac- 
count for the difference in clotting. 

SUMMARY AND CONCLUSIONS 

A herd of purebred Brown Swiss dairy cows divided into 4 
comparable g-roups has been studied for a period of 20 months. 
Three groups received daily supplements of : (1) 250,000 units 
of vitamin A, (2) 1.0 gm of mixed natural tocopherols, and (3) 
both vitamin A and tocopherols, and a fourth group received 
no supplement. Milk production, fat concentration in the milk, 
total fat production, and output of vitamin A and carotene in 
the milk were studied extensively. Shorter experiments were 
conducted on the tocopherol content of the blood and milk 
of the cows. 

Tocopherol supplementation increased milk-fat concentra- 
tion about 27% and total milk production (“4% milk”) about 
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21%. The same response was induced in Guernsey cows fed 
vitamin E. Only cows in the same stage of lactation and as 
nearly matched as possible in other respects, such as age and 
number of lactations, were compared. 

Supplementation with vitamins A and E was no better than 
with vitamin A alone in increasing the vitamin A per se in the 
milk. However, the decrease in carotene concentration in the 
milk due to the feeding of vitamin A was less severe (approxi- 
mately 23% below the control level rather than 33%) with the 
simultaneous administration of vitamin E. 

The efficiency of transfer of ingested vitamin A and caro- 
tene into vitamin A and carotene in the milk was not increased 
by supplementation with vitamin E alone. The average value 
for a 1-year period was 2.4%. This varied from about 6% 
in the winter under barn-feeding conditions to less than 1% 
in the summer when fresh pasture was available. The total 
output of vitamin A potency (vitamin A plus carotene) of 
the control cows varied from a maximum value in August to 
30% of this in January. Carotene contributed about 34% 
of the total vitamin A activity of the milk, and this varied 
from 25% in winter to about 40% in su m mer. General im- 
provement in appearance, reproduction, and health was 
noticed in the parts of the herd supplemented with vitamin E 
and vitamins A and E. 

Finally, in comparing the benefits to be derived from the 
3 types of supplementation, E, A, and E -f- A, it must be con- 
cluded that the major benefit in health and milk output was 
derived from vitamin E alone. The only obvious result of 
vitamin A supplementation was to increase the vitamin A 
content of the milk, this at the partial expense of carotene 
content. The combined supplementation of E and A allowed 
the A content of the milk to rise without a pronounced fall 
of carotene, but the increase in butterfat which we have come 
to expect from vitamin E supplementation was entirely re- 
pressed by the vitamin A- Vitamin E therefore emerges as 
the preferred supplement to the ordinary diet of dairy cows. 



TOCOPHEROL SUPPLEMENTATION OF COWS 


427 


LITERATURE CITED 

Bliss, C. I., and H. P. Marks 1939 The biological assay of insulin XI. The 
estimation of drug potency from a graded response. Quart. J. Pharui. 
Pharmacol., 13: 182. 

Deuel, H. J., Jr., N. Halliday, L. F. Hallman, Cornelia Johnston and A. J. 

Miller 1941 Production of high vitamin A milk by diet. J. Nutri- 
tion, 23: 303. 

Deuel, H. J., Jr., L. F. Hallman, C. Johnston and F, Mattson 1942 Effect 
of high vitamin A intake on blood and milk carotene of Holstein 
and Guernsey cows. J. Nutrition, 23: 567. 

Gaines, W. L. 1928 The energy basis of measuring milk yield in dairy cows. 
Univ. of 111., Agr. Expt. Sta. Bull. 308. 

Harris, P. L., M. W. Kaley and K. C. D. Hickman 1944 Co vitamin studies 
II. The sparing action of natural tocopherol concentrates on carotene. 
J. Biol. Chem., 152: 313. 

Hickman, K. C. D., M. W. Kaley and P. L. Harris 1944a Covitamin studies I. 

The sparing action of natural tocopherol concentrates on vitamin A. 
J. Biol. Chem., 152: 303. 

1944b Covitamin studies III. The sparing equivalence of the toco- 

pherols and mode of action. J. Biol, Chem., 152 : 321. 

Koehn, C. J. 1940 A rapid photoelectric method for the determination of vita- 
min A and carotene in milk. J. Biol. Chem., 133 : Ivi. 

Lord, J. W. 1945 Seasonal variation of carotene and vitamin A in butterfat 
and in serum. Biochem. J., 39: 372. 

Quaife, M. L., and P. L. Harris 1944 The chemical estimation of tocopherols 
in blood plasma. J. Biol. Chem,, 156: 499. 





SOME OBSERVATIONS ON THE NUTRITIONAL 
VALUE OF DIALYZED WHEY SOLIDS 


F. K. DANIEL AND E. H. HARVEY 
Food Division , Sun Chemical Corporation , Long Island City , New York 

(Received for publication November 1, 1946) 


Lactalbumin is known to be a more nearly complete protein 
and in biological studies has proved to be a far more efficient 
source of dietary nitrogen than casein (Weeeh, ’42; Melnick, 
OoAvgill and Burack, ’36; Melnick and Cowgill, ’37). It is also 
known that human milk is much higher in lactalbumin than 
cow’s milk. The reported composition of average human milk 
varies from about 1.0% lactalbumin and 0.5% casein (ratio 
2: 1) (Williamson, ’44) to about 0.75% lactalbumin and 0.5% 
casein (ratio 3:2), the latter being the most widely accepted 
figure (McLester, ’39; Jeans, ’43). Cows’ milk runs fairly 
constant at about 0.5% lactalbumin and 3.0% casein (ratio 
1:6). It would seem logical that an infant food of a similarly 
high lactalbumin/casein ratio as that of human milk should 
have a higher nutritional value than one based on cows ’ milk 
alone. 

A formula of this kind, high in lactalbumin, was devised by 
the partial substitution of whey for milk proteins. Compar- 
ative feeding tests showed unexpectedly, however, that the 
rats on the normal milk (low lactalbumin ) diet gained more on 
slightly less food intake than the rats on the high lactalbumin 
diet. This is the reverse of what had been expected. It was 
the object of this investigation to clear up the apparent dis- 
crepancy between the higher biological value of lactalbumin 
and the poorer results in actual feeding when the lactalbumin 
is incorporated into the formula by the addition of whey solids. 
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EXPERIMENTAL 

Feeding tests were carried out with male albino rats of the 
Sprague-Dawley strain, 21 days of age and with a 5-gm weight 
range. They were placed on individual raised screen cages 
and fed the experimental diets for 6 weeks. Food and water 
were given ad libitum and food consumption records were 
kept for the group as a whole. Six animals were fed each 
ration. Weekly weight gains were recorded for each rat and 
the mean as well as standard deviation for the 6-week gains 
reported in the results. This same procedure was followed 
throughout all the experiments. The vitamin and mineral 
supplement was identical in all diets. The protein level in 
all experiments was held below that for optimal rat growth, 
viz., at 12% and in this as in all other respects the diets closely 
approximate the composition of human milk. The data are 
summarized in tables 1 and 2. 

Test no. 1 

This was a comparison of a diet based on milk proteins only 
(Control) with a high laetalbumin diet containing milk plus 
whey proteins (Test). (Columns 1 and 2 in table 1.) 

The increase in rate of growth and the greater efficiency 
in converting the food into body tissue, both indicate a superior 
nutritional value of the control formula. 

• In the control diet the laetalbumin/casein ratio was about 
1 : 6 and in the test diet it was 3 : 2 as in human milk. The 
fat content was identical in both 'formulae but the carbohy- 
drate was slightly different. Four per cent carbohydrates 
were withheld from the test diet, to compensate for the high 
mineral content of the whey (table 2). This slight difference 
in carbohydrates was not deemed important. 

During the experimental period, animals of both groups 
were normal and healthy in appearance, although, the animals 
receiving the test ration containing whey had diarrhea through- 
out the 6-week period. 



TABLE 1 

Comparative rat feeding tests with milk and dialyzed or undialyzed whey additive. 


I 


NUTRITIONAL VALUE OP DIALYZED WHEY - 1-31 



Osborn-Mende! mixture, “ Wliey diffusate ash. 
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To determine the possible influence of the higher mineral 
content on the above results, it seemed desirable to introduce 
the laetalbumin into the diet free of minerals or at least with 
a greatly reduced mineral content. In the customary processes 
for separating laetalbumin from the other whey constituents, 
denaturization occurs and the resulting insolubility is undesir- 
able in infant feeding formulae. To remove the minerals 
without denaturing the protein, a special commercial dialysis 
technique was worked out which reduced the soluble ash frac- 
tion from 5.46% to 1.30%. 

Diets in which this dialyzed whey replaced undialvzed whey 
showed greatly improved growth response. In order to con- 
firm this result, the fraction dialyzed out of the whey (dif- 
fusate) was collected, dried, ashed and was then reintroduced 
to the dialyzed whey to restore the original mineral concen- 
tration. On the assumption that the diffusate minerals are 
the factors responsible for the adverse effect on growth, the 
result of this test may be expected to be similar to that ob- 
tained with undialyzed whey, and this is confirmed by the 
test. 

The ashing eliminates the possibility of an organic growth 
inhibiting factor being responsible, but without a qualitative 
and quantitative determination of the various mineral constit- 
uents removed by dialysis, the question remains unanswered 
which of the minerals is responsible for the adverse effect on 
growth. 

Test no. 2 

This was a comparison of diets containing undialyzed whey 
(Control), dialyzed whey (Test) and dialyzed whey with 
restored minerals (Check) columns 3, 4 and 5 of table 1. 

The composition of the diets in all 3 groups is identical with 
the exception of the minerals. 

The beneficial results of dialysis are evident from an in- 
spection of the data. The rats on the dialyzed whey diet ate 
6% in excess, and gained 19.6% more than those on undialyzed 
whey ; in all they showed a 12.8% greater gain in body weight 
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per gm food intake than the rats on the undialyzed whey diet. 
The slight variation in the results of the control group and the 
check group may be due to some changes in chemical composi- 
tion of the minerals brought about by the ashing at high tem- 
perature (700°F). 

The galactose excretion was determined after 5 weeks on 
the experimental diet. During the experimental period, ani- 
mals receiving all 3 diets were normal and healthy in appear- 
ance. Diarrhea was prevalent among the rats receiving the 
test ration only during the first week of experiment. Animals 
receiving the undialyzed whey ration and those receiving the 
dialyzed whey plus the ashed whey diffusate had diarrhea 
throughout the 6-week period. 

TABLE 2 

Proximate analysis of nndialyzed and dialyzed whey. 


VALUES FOUND 


Spray dried whey 

Spray dried dialyzed 

powder 

whey powder 


Total solids (%) 

96.22 

97.12 

Moisture (%) 

3.78 

2.88 

Ash (%) 

8.93 

4.93 

Protein (N X 6.38) (%) 

11.08 

14.47 

Fat (ether extract) (%) 

1.09 

1.05 

Lactic acid ( % ) 

1.71 

1.33 

Carbohydrate (by difference) (%) 

73.41 

75.34 

Partition of the ash 

Total ash (%) 

8.93 

4.93 

Insoluble ash ( c / c ) 

3.47 

3.63 

Soluble ash (%) 

5.46 

1.30 

Chloride (as Cl) (%) 

1.75 

0.24 

Calcium (as Ca) (%) 


0.81 

Phosphorus (as P) (%) 


0.67 

Sodium (as Na) (%) 


0.38 

Tests on protein component 

Casein (%) 


Less than 0.1 

Lactalbumin -j- lactoglobulin (%) 


14.4 

pH 

5.57 

5.63 

Cal./IOO gm 

355 

374 
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Whey used in these experiments, both the dialyzed and the 
undialyzed, was from the same batch of cheddar cheese whey 
which was processed very carefully to avoid denaturization. 
The whey remained completely water soluble even after dry- 
ing. The dialysis treatment was relatively brief, by no means 
exhaustive. Hence, the results reported here for the dialyzed 
whey may not necessarily be the most favorable ones. 

The changes brought about by dialysis may be seen by 
the comparative analysis given in table 2. 

The most significant difference between the 2 analyses is in 
the amount of soluble ash. The soluble ash is reduced out of 
proportion to the total ash because a certain fraction of the 
calcium and phosphorus is an integral part of the protein 
complex and cannot be removed by dialysis. 

In the final test, a diet containing dialyzed whey was com- 
pared with an identical diet without whey, the only variation 
in composition being in the ratio of la et albumin and casein. 
In order to have the same mineral content of 3.44% in each 
case, 0.78% minerals (Osborne-Mendel mixture) were added 
to the control diet. 

Test no. 3 

This was a comparison of a diet based on milk proteins only 
(Control) with a high lactalbumin diet containing milk plus 
dialyzed whey proteins (Test) (columns 6 and 7 in table 1). 

The animals fed on the test diet ate 11.4% in excess, and 
gained 26.3% more than those on milk proteins; in all they 
showed a 14.5% greater gain in body weight per gm food 
intake than the rats on the control diet. 

During the experimental period, animals in both groups 
were normal and healthy in appearance. Diarrhea was preva- 
lent among the rats receiving the test diet during the first 
week and again during the sixth week. 

CONCLUSIONS 

In normal (undialyzed) whey the biological value of the 
lactalbumin is masked so that it appears to be less than that 
of casein. This may explain why whey is not now being used 
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in infant feeding formulae in spite of the recognized food 
value and desirability of its 2 chief constituents : lactose and 
lactalbumin, and the availability of whey at low cost. In 
dialyzed whey the true biological value of the lactalbumin 
becomes evident, demonstrating its superiority over casein by 
a considerable margin. 

Mineral constituents of the whey are responsible for its low 
nutritional value, which is associated with lessened appetite, 
a tendency for diarrhea and an impaired ability to digest car- 
bohydrates, as shown by the higher galactose excretions. The 
reason for, and the mechanism by which these changes are 
brought about, are not apparent from these tests. 

Rats fed on the dialyzed whey formula showed greater 
appetite than the rats fed on a milk formula only. 

Dialysis is capable of converting whey, a dairy by-product, 
into a highly valuable ingredient for infant formulae. Whether 
the degree of dialysis arbitrarily chosen here results in the 
best possible product for this or other purposes, remains to be 
determined by future experiments. 

SUMMARY 

1. Partial substitution of whey proteins for casein, in a 
formula resembling human milk, detrimentally affects the 
growth of rats. 

2. Removal of a considerable portion of minerals from 
whey by means of dialysis results in a more favorable growth 
response. On a diet containing dialyzed whey, the rats grow 
12.8% better per gm of food intake than on the same diet con- 
taining undialyzed whey. 

3. If the minerals removed from the whey by dialysis are 
reintroduced to the dialyzed whey after ashing, the rats’ 
growth again is impaired. This proves that 1 or more of the 
inorganic constituents, rather than an organic compound, af- 
fects detrimentally the nutritional value of whey. 

4. On a diet in which 53% of casein is replaced by dialyzed 
whey lactalbumin, rats show 14.5% greater efficiency in con- 
version of food to body tissue than rats fed on a corresponding 
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formula containing milk proteins only. This experimental 
result is in agreement with previous work whereas the results 
with undialyzed whey seemed to dispute the well established 
biological superiority of lactalbumin over casein. 
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The literature is replete with evidence that casein contains 
but little cystine and that its nutritive value can be improved 
by the addition of small quantities of this amino acid. The 
early findings by Osborne and Mendel (’15) that casein would 
not support as rapid growth in rats at a 9% level as lactal- 
bumin is the basis of the oft-cited nutritional superiority of 
mother’s milk to cow’s milk. Marriott and Jeans (’41) state: 
“Human milk contains less protein than cow’s milk, hut of the 
total protein present, almost 60% is lactalbumin, as compared 
with about 15% in cow’s milk. Though the proteins of both 
these milks are of high nutritional value, that of cow’s milk 
is of less value than that of human milk, possibly as much as 
20% less. ” 

1 That portion of the study conducted at Washington University School of 
Medicine was aided by a grant from the Commonwealth Fund. 
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Some divergence from this view is expressed by Gordon, 
Levine, Wheatley and Marples (’37) who found that prema- 
ture babies fed high but equal levels of protein from cow’s 
and mother’s milks retained equal amounts of nitrogen. Har- 
rison (’36) fed a low nitrogen intake as cow’s milk to normal 
infants and reported adequate nitrogen retention. 

With the advent of parenteral alimentation and the use of 
casein as one of the principal sources of protein for hydrolysis, 
it becomes particularly necessary to know to what extent 
casein is deficient for human nutrition. The physical problems 
of parenteral alimentation properly emphasize the importance 
of choosing that nitrogen source most efficient for retention. 

The results of animal studies on the addition of cystine to 
casein have never been confirmed in human beings. The only 
report on the nutritional value of added cystine for man is 
that of Pittman (’32) who added 2% of cystine to navy beans 
and found a slightly improved nitrogen retention. In the 
present study, rats, dogs, and human subjects have been em- 
ployed in determining the value of adding cystine or methio- 
nine to a casein hydrolysate. 

EXPERIMENTAL 

Studies on dogs 

In order to simulate the clinical conditions under which the 
hydrolysates would be used parenterally, 2 dogs were de- 
pleted in weight and protein stores by long feeding of the 
Weech-Goettseh low-protein diet (’38) to which was added 
a daily supplement of vitamins and a small amount of com- 
mercial dog food to supply in total 0.04 gm of nitrogen and 50 
cal. per kilo. At the end of the depletion period of 12 weeks, 
the first dog had lost 128 gm of nitrogen, 1.25 kg in weight, 
and had a total plasma protein of 5.6 and albumin 3.8 gm % 
and a hematocrit reading of 48. Toward the end of the sub- 
sequent experimental periods a portion of the food was not 
eaten and the calorie intake was inadequate (see table 1). 



The effect of adding individual amino acids to casein hydrolysate given intravenously. 
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1 The supplement replaced 5% of the hydrolysate nitrogen. 

2 Mixture of essential amino acids devised hy Madden et. ah, *T. Exp. Med., 

3 The values obtained at the end of the indicated period are given. 
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A 10% solution of the casein hydrolysate 2 sterilized by 
Seitz filtration, in an amount calculated to equal the daily 
nitrogen loss during the last few depletion periods was infused 
intraveneously at a constant rate of 1.33 mg N/kg/miii. once 
daily for 7 clays. During subsequent periods 5% of the hydro- 
lysate nitrogen was substituted by an equal amount of nitrogen 
from 1 of the essential amino acids. Each test mixture was 
given for 7 days. The tabulated results are given in table 1. 
The last 2 weeks of depletion are included in the table for 
comparison. 

The intravenous injection of 1.16 gm nitrogen as the hydro- 
lysate did not lead to a positive balance, but spared about 0.97 
gm of body nitrogen (Period 13). The substitution of a small 
amount of all 10 mixed essential amino acids did not improve 
retention (Period 14). Single amino acids seemed to exert 
a slight improvement but the only important change was 
caused by methionine (Periods 22 and 26). These 2 periods 
with added methionine gave a net nitrogen retention of 0.33 gm 
daily, which is to be compared with the 3 periods on the hydro- 
lysate alone (Periods 13, 25, 27), which gave an average daily 
loss of 0.32 gm nitrogen. The nitrogen balance when valine, 
leucine, lysine and histidine were added was suggestive of im- 
provement (Periods 16, 17, 19 and 23), but this was not con- 
firmed on repetition (Periods 28, 29, 31 and 32). 

The validity of the last few periods in this series is in ques- 
tion since the dog progressively refused to eat, with conse- 
quent drop in caloric intake. In Period 30, the 1.16 gm of nitro- 
gen that, had been given intravenously were fed in the form 
of commercial dog food, but a large amount of the carrot diet 
was refused. 

The results with methionine were extended and confirmed in 
a second dog kept on the protein-poor diet for 11 weeks (nitro- 
gen intake 0.04 gm per kg; caloric intake, 50 per kg), during 
which time he lost 6 kg’ in weight. Nitrogen loss was deter- 

2 All casein hydrolysate used in this study was prepared by pancreatic digestion 
in a manner previously described (Mueller, Kemmerer, Cox and Barnes, J 40). The 
preparation is known under the trade name of Amigen. 
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Hydrolysate, oral 54.9 0.60 1.90 13.95 4.04 —0.07 14.9 

Hydrolysate, s.e. 53.5 0.59 1.90 13.96 3.64 —0.03 14.7 

Hydrolysate -f Methionine, s.c. 53.9 0.59 1.90 8,18 2.42 + 0.98 14.7 

Hydrolysate, i.v. 54.6 0.60 1.90 10.16 4.08 + 0.47 15.1 
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mined for the last 5 weeks of depletion and averaged 1.90 gm 
daily. Intravenous supplementation with this amount of 
hydrolysate nitrogen (Periods 12 and 13) was followed by 
certain periods in which 5% of the hydrolysate nitrogen was 
replaced with an equal amount of methionine nitrogen. The 
data are given in table 2. It will be noticed that 1.90 gm hydro- 
lysate nitrogen spared 1.68 gm of body nitrogen (Periods 10, 
11 and 13), but the substitution of methionine resulted in 
actual nitrogen retention (Period 14). The improved nitrogen 
retention with the methionine supplement persists whether 
the material is given intravenously (compare Periods 13, 14 
and 15), orally (compare Periods 20, 21, 22, 23 and 24) or 
subcutaneously (Periods 25 and 26). The beneficial effect of 


TABLE 3 

Comparison of nitrogen balance after administering casein hydrolysate 
by different routes* 


DOG 103 

GM NITROGEH PER DAY 

Nitrogen source. 

Casein 

Hydrolysate 

Casein Hydrolysate 

4- Methionine 

Intravenous (Periods 13, 14, 16, 19) 

— 0.26 . 

-f. 0.37 

Subcutaneous (Periods 25, 26) 

— 0.03 

-f- 0.98 

Oral (Periods 24, 21) 

— 0.07 

+ 0.93 


methionine on nitrogen retention persists for at least 2 weeks 
following its withdrawal. This is best shown in Period 21 when 
the oral administration of the hydrolysate with methionine 
resulted in a retention of 0.93 gm daily, and when the methio- 
nine was omitted in 3 subsequent periods, the retention drop- 
ped progressively, + 0.75, + 0.15, — 0.07 gm daily. 

The data permit a rough comparison of different routes 
of administration. As shown in table 3, the subcutaneous 
and oral routes give definitely higher retentions than the in- 
travenous. When the hydrolysate was given without supple- 
mentation, intravenous infusion gave a nitrogen balance of 
— 0.26; subcutaneous +0.98 (Period 26); and oral +0.93 
(Period 21) gm daily. This difference may be due in part to a 
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greater renal excretion of amino acids or peptides following- 
intravenous infusion (Cox and Mueller, ’46). 

Studies on rats 

Two hydrolysates of casein prepared in an identical manner 
except that 1 was digested with tryptic enzyme from pan- 
creas (Mueller, Kemmerer, Cox and Barnes, ’40) and the 
other with tryptic enzyme from the pyloric caeca of fish 
(Bondouy, 1899), were each fed to 10 young rats at a level of 
1.2% nitrogen (equivalent to 7.5% protein). Additional groups 
were fed similarly except that 2-£% 3 of hydrolysate nitrogen 
was replaced by an equal amount of cystine and of methionine 
nitrogen, so that the total nitrogen intake (1.2%) remained 
constant. Young albino rats weighing between 35 and 45 
gm, and distributed as to sex and litter, were placed at wean- 
ing on each of the 6 experimental diets. The rats were housed 
in individual wire-bottomed cages and fed tap water and the 
diet ad libitum. The basal diet consisted of lard 9.0, salt mix- 
ture 4.0, cod liver oil 2.0, wheat germ oil 1.0, brewers’ yeast 
2.0, thiamine hydrochloride 0.0006, and riboflavin 0.0002%, 
and enough hydrolysate added to supply 1.2% nitrogen and 
dextrin sufficient to make 100 gm. 

The average weight gains are given in table 4. As expected 
from the early work of Osborne and Mendel (’15) and Wo- 
mack, Kemmerer and Bose (’37), both supplemented diets 
resulted in increased weight gain. Methionine consistently 
gave greater gains than cystine. In order to determine 
that the gain in weight was not due to water or fat reten- 
tion, the rats were killed at 8 weeks, the gastrointestinal 
tract removed with as little loss of blood as possible, and the 
individual rats placed in pint jars and autoclaved under steam 
pressure. They were ground and analyzed individually for total 

3 This level was chosen after preliminary experiments in which 1.25, 2.5, 5.0, 
7.5 and 10% of methionine nitrogen had been substituted for an equal amount 
of hydrolysate nitrogen. Growth on the 2 lowest levels was equal, and greater 
than on the other 3. 
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TABLE 4 

Average gain in weight and per gram nitrogen ingested of 10 rats fed U% 
nitrogen for 8 weeTcs as an enzymic hydrolysate of casein with 
supplements of cystine and methionine (&i% of the 
hydrolysate nitrogen). 


HYDROLYSATE EMPLOYED 

AVERAGE 

GAIN IN WEIGHT 

GAIN PER GM N INGESTED 


A 

P 

A 

P 


gm 

gm 

gm 

gm 

Hydrolysate without supplement 

112 

91 

15.7 

14.6 

Hydrolysate with cystine 

131 

115 

18.9 

17.8 

Hydrolysate with methionine 

154 

129 

20.6 

19.0 

Gain due to cystine 

19 

24 

3.2 

3.2 

Gain due to methionine 

42 

38 

4.9 

4.4 


TABLE 5 

Average composition of rats and calculated composition of the gain as total solids , 

protein , ash and fat . 


% COMPOSITION 


COMPOSITION OF THE GAIN IN 
GM PER AVERAGE RAT 


Substance fed 

Solids 

Nitrogen 

Ash 

Lipids 

Solids 

N X 6.25 

Ash 

Lipids 

Hydrolysate A 

40.28 

3.23 

3.85 

16.77 

45.1 

22.6 

4.31 

18.8 

Hydrolysate + 
Cystine 

39.09 

3.36 

3.98 

14.50 

51.2 

27.5 

5.21 

19.0 

Hydrolysate + 
Methionine 

39.10 

3.31 

3.76 

15.19 

60,2 

31.9 

5.79 

23.4 

Hydrolysate P 

39.08 

3.34 

4.35 

14.34 

35.6 

19.0 

3.96 

13.1 

Hydrolysate -f- 
Cystine 

39.34 

3.28 

4.05 

15.08 

45.2 

23.6 

4.66 

17.3 

Hydrolysate -f 
Methionine 

40.63 

3.28 

3.74 

16.36 

52.4 

26.4 

4.82 

21.1 


solids, ash, protein and fat, using- standard analytic methods. 4 
The results are given in table 5. There is no significant dif- 
ference in the per cent total solids, nitrogen, ash or lipids 
when the hydrolysate group is compared with the groups re- 
ceiving additional sulfur-containing amino acids. The actual 

4 We wish to express our appreciation to Mr. Charles Wesselman for these 
analyses. 
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composition of the gain shows that there was an absolute in- 
crease in body protein, ash, solids and fat, which paralleled the 
increase in total weight. If the weight of the rat is plotted 
against the quantitative gain in each of these 4 categories, the 
values fall along a straight line, indicating that the gain in 
weight of the methionine and cystine rats was a real gain and 
not due to retention of water or to the deposition of excessive 
fat. 

Observations on human beings 

Patients. Four groups of human subjects have been used in 
studying the effect of added methionine. The first group con- 
sisted of 3 patients with pyloric obstruction who were being 
prepared for operation. For the period of this experiment they 
took no food of any kind by mouth and all gastric secretions 
were constantly drained hv tube. The patients were all emacia- 
ted, having lost from 20 to 40 pounds in body weight and were 
obviously in need of protein. As the sole source of food, 2 
liters of Amigen 5% in 5% Dextrose Solution were given each 
patient daily for 5 days and the amount of urinary nitrogen 
and that lost by gastric lavage determined daily. No fecal 
samples were excreted since no food was ingested. During a 
second consecutive 5-day period, 3.2 gm of methionine re- 
placed an equal amount of hydrolysate, the same amount of 
total nitrogen and calories being injected daily as in the 5 
previous days. As shown in table 6, 1 of the 3 subjects was in 
nitrogen balance at this level of nitrogen and caloric alimen- 
tation while the other 2 were in slightly negative balance. 
The addition of methionine to the solution of the hydrolysate 
during the second 5-dav period actually resulted in a worsened 
balance in 2 of the patients and an improvement in the other. 
From this it was clear that the methionine had had no bene- 
ficial effect on nitrogen retention. 

Normal infants. We were somewhat puzzled at this negative 
finding for methionine and thought that it might possibly have 
been due to an inadequate caloric intake, or to some abnor- 
mality of metabolism related to the existing gastrointestinal 
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disease. With the idea that the beneficial effects of added 
methionine, if any, might be more clearly demonstrated in 
the growing organism, nitrogen balance experiments were 
performed on 2 normal, white, full-term male infants. They 
were maintained on a standard metabolism frame adapted for 

TABLE 6 

Nitrogen balance of 3 male patients with pyloric obstruction being prepared for 
gastric resection . Two liters of Amigen 5% in 5% dextrose solution intravenously 
with and without added methionine (a total of 18.7 gm nitrogen) were given each 
patient daily. 


Day 

PATIENT 

F : 63 years ; 

wt. 45 kg 

PATIENT 

H: 66 years; wt. 51 kg 

PATIENT 

M : 62 years ; wt. 67 kg 


& 

02 

S3 

O) 

S3 

O 

' SJ 

& 

to 

s 

© 

<v 

£ 

ontents 



>■. 


2 


© 

© 


© 
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3 


3 

. Jh 
sS 


■ 3 
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5 




5S 

S3 


as 





*£ 




Sv 

.© 

■£ 

a 

P© 


P 

p 

& 

k 

e • 

& 

P 

P 
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gm 

gm 

gm 

gm 

gm 

gm 

gm 

gm 

gm 

1 

8.20 

0.68 

Hydrolysate infusion without supplement 
+ 3.8 11.48 0.44 + 0.8 13.65 

0.50 

— 1.5 

2 

8.27 

1.63 

+ 2.8 

14.28 

0.12 

— 1.7 

13.89 

0.52 

— 1.7 

3 

9.80 

1.29 

+ 1.6 

11.48 

0.19 

+ 1.0 

16.42 

0.29 

— 4.0 

4 

8.93 

1.15 

+ 2.6 

15.43 

0.12 

— 2.9 

15.39 

0.26 

— 3.0 

5 

9.15 

1.16 

+ 2.4 

11.96 

0.19 

+ 0.5 

13.94 

0.32 

— 1.6 

Average 

With methionine 

+ 2.6 —0.5 

3.2 gm daily replacing an equal 

amount of 

— 2.4 

hydrolysate 

6 

12.31 

1.15 

— 0.8 

15.07 

1.03 

— 3.4 

12.50 

0.69 

— 0.5 

7 

9.98 

0.98 

+ 1.6 

14.08 

0.09 

— 1.5 

13.06 

inc. 

— 0.4 

8 

10.62 

0.90 

+ 1.2 

14.14 

ine. 

— 1.4 

15.03 

0.15 

— 2.5 

9 

11.03 

0.86 

+ 0.8 

15.45 

0.06 

— 2.8 

14.69 

0.11 

— 2.1 

10 

inc. 

inc. 


13.08 

0.08 

— 0.5 

14.01 

0.07 

— 1.4 

Average 


+ 0.7 



— 1.9 



— 1.4 


the collection of urine and feces. The diet periods began on 
each Saturday morning and during the first 2 days the urine 
and feces were not collected in order to allow adjustments to 
the diet and rest from continued restraint. The infants were 
placed on metabolism frames at the end of these 2 days and 
daily collections continued for 5 days. The diet was composed 
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of casein hydrolysate, 3.5 gm; Laboratory Product no. 217, 3 
18 gm; dried brewers’ yeast, 1 gm dissolved in sufficient, 
water to make 100 ml. One cubic centimeter of the solution 
supplied 1 calorie. 

The diet was given in 5 feedings daily at 100 cal. per kilo, 
body weight and was supplemented with 50 mg of ascorbic acid 
and 15 drops of Oleum Percomorphum. The daily intake was 
calculated from the food consumption record, and from the 


TABLE 7 

Nitrogen balance in infants , effect of adding methionine to a casein hydrolysate . 


Nitrogen source 

PATIENT 

P. I)., 7381 GM WEIGHT 

Hydrolysate H +- Methionine 

PATIENT 

D. R., 7073 GM WEIGHT 

Hydrolysate H 4- Methionine 

Period, 5 days each 

1 

2 

1 

2 

Total Nitrogen intake, 
gm 

5.03 

5.20 

4.70 

4.84 

Nitrogen absorption, 
mg/kg/day 

585 

603 

639 

671 

Nitrogen retention, 
mg/kg/day 

182 

182 

309 

297 

Nitrogen retention, 
gm/day 

1.40 

1.45 

2.19 

2.14 

Gain in weight, 
gm/day 

36.0 

32.4 

9.7 

28.7 


analysis of a composite sample of the 7 daily formulas. Dur- 
ing the second period 3% of methionine was added to the 
casein hydrolysate and all other quantities maintained 
constant. 

Nitrogen absorption was calculated by subtracting fecal 
nitrogen from the intake; and retention by subtracting the 
urinary nitrogen from that absorbed. It is evident from table 
7 that the net retention, expressed in grams per day, was 
identical in the supplemented and unsupplemented periods. 

6 Consisting of Dextri-Maltose no. 2, 54.6; milk fat, 23.9; arrowroot starch, 
13.0, calcium gluconate, 4.4; I£H. P0 4 , 1.8; Ca (0H) 2 , 1.1; K a HPOj, 0.6; KC1, 
0.5; Mg O, 0.1 and FeS0 4 , 0.02 gm. 
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The addition of methionine did not improve nitrogen reten- 
tion. This second failure of methionine to improve nitrogen 
retention even in growing babies was most surprising. How- 
ever, the cystine deficiency of casein is only demonstrable 
in the rat at low levels of protein intake (Osborne and Mendel, 
’15) ; and these balance studies on babies were made at a nitro- 
gen intake equivalent to 4 to 5 gm of protein per kg body 
weight. This intake level may possibly have been sufficiently 
high to mask any inadequacy of the casein hydrolysate. 

Normal adults at a maintenance level of nitrogen. In view 
of these 2 negative results for added methionine in the human 
subjects, we felt that further studies with minimal intakes 
might give results more in accord with those found in rats 
and dogs. Two groups of adult volunteers, 6 all laboratory 
workers, collaborated in the studies. One group of 6 subjects 
was studied at a maintenance level, and the other group of 4 
subjects was on a sub-maintenance level. All subjects were 
completely normal on physical examination, including the 
usual blood and urine analyses. In the maintenance study 3 
men and 3 women were placed for 7 days on a regulated diet 
of natural foods supplying 40 cal. and 0.11 gm of nitrogen 
per kg daily. The protein-low diet of Mueller, Fickas and 
Cox (’43) -was then substituted but the nitrogen intake level 
was kept constant at 0.11 gm per kg by the addition of casein 
hydrolysate. The low protein diet supplied 0.01 gm of nitrogen 
per kg or 9% of the total nitrogen intake. Daily urinary 
and fecal nitrogen determinations were made. It is evident 
from figure 1 that the hydrolysate was as effective in main- 
taining nitrogen balance (Periods 3 and 4) as regular food 
protein (Period 2). 

The hydrolysate was then removed from the diet for a 
period of 4 days, with marked nitrogen loss (Period 5). When 
restored at the same level as previously, there was nitrogen 

fi These volunteers were : Misses Edna Fisher, Kathryn Drone, Theodora Block, 
Messrs, 'William Koeh, Edward Bonham, Donald Schneider, K. S. Kemmerer, R. 
W. Barton, A. J. Mueller and W. M. Cox, Jr. We want to express our appre- 
ciation of their help. 
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retention (Period 6). During the last 4-day period, 21% of 
the hydrolysate nitrogen was replaced by an equal amount of 
cystine nitrogen (Period 7) but without any increase in nitro- 
gen retention. This finding is again in contradistinction to the 
animal findings. In trying to rationalize why there should be 
such a marked difference in the effect of added methionine 



Fig. 1 Average nitrogen balances of 6 adult human subjects maintained on 
a diet supplying 0.11 gni of nitrogen and 40 cal. per kg body weight daily. During 
the periods when the enzymic casein hydrolysate was given, the protein-low diet 
of Mueller, Fiekas and Cox ( J 43) was given. Daily balances were determined 
and averaged as 3, 4 or 6-day periods. 

in 2 species, it was evident that (1) the dogs were protein- 
depleted whereas the humans were merely on a maintenance 
diet without any significant depletion and (2) the nitrogen 
intake of the human subjects was the same per kg body weight, 
whereas the intake of the dogs was adjusted to their endogen- 
ous loss. 
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Normal adult-s depleted of protein. As a final test for the 
value of added methionine in man, it was decided to deplete 
our 4 human volunteers of their protein stores in a manner 
similar to that employed with the dogs and then to supplement 
the diet by that amount of nitrogen which each was losing 
daily. Four normal men ingested the protein-low diet pre- 
viously described (Mueller, Fickas and Cox, ’43) for a period 
of 3 weeks. Nitrogen analyses on the foodstuffs were made 
and the actual intake level established at 0.01 gm of nitrogen 
per kg. The caloric intake was maintained at 30 per kg 
throughout the entire experiment. This is 1.4 times the aver- 
age basal caloric requirement when calculated on the basis of 
surface area (height-weight formula of DuBois and DuBois, 
’16). Other investigators, particularly Martin and Bobison 
( ’22) have emphasized the difficulty of ingesting protein-free 
foods for protracted periods. While adjustment to the diet of 
stareh-milkfat crackers, milk fat, vegetable oils, sugar and 
small amounts of low-nitrogen vegetables and fruits, as let- 
tuce, cabbage, peaches and apricots was not easy, the prin- 
cipal objection was that of monotony. All subjects continued 
their usual laboratory and home-gardening activities, but 
about 1 day in 5 each was depressed and felt that he couldn’t 
continue the undertaking. Our early observations of lassitude 
after 4 days depletion (Mueller, Fickas and Cox, ’43) were 
probably due to such temporary periods of adjustment to the 
diet, which usually disappeared within 24 hours with a return 
of a normal reaction towards activity and duties. Urinary 
and fecal nitrogen was determined daily, and the nitrogen 
in coffee was counted as part of the total nitrogen intake. 

As noted above, all subjects were proved normal by the usual 
clinical and chemical examinations and the measurements of 
most interest for the purpose of this study — weight, total 
serum protein and serum albumin, and hematocrit — are given 
in table 8. During depletion, similar measurements were made 
at weekly intervals and at the end of the experimental period 
(table 8). It will be seen from these data that the weight loss 
was between 3.2 and 5.2 kg. The nitrogen loss during the 
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whole experiment multiplied by the customary 30 to convert 
it to a weight equivalent gave an indicated weight loss of 
from 2.2 to 3.2 kg in the 4 subjects. This calculated weight loss 
is not greatly different from the actual weight loss, indicating 
that the caloric intake of 30 per kg was adequate, although 
it should he noted that subject (A), performing the most work, 
lost the greatest weight. Other investigators (Martin and 

TABLE 8 


Weight , serum protein , serum albumin and hematocrit values during protein 
depletion of 4 subjects for 2 1 days , and after 10 days of minimal 
hydrolysate supplementation . 


SUBJECT 

A 

B 

c 

r> 


kg 

kg 

kg 

kg 

Weight, initial 

91.2 

72.1 

84.7 

82.1 

1 wk. depletion, loss 

—1.8 

—0.9 

—0.2 

—1.8 

2 wks. depletion, loss 

—0.7 

—2.4 

—1.6 

—0.7 

3 wks. depletion, loss 

—2.2 

—0.2 

—0.3 

—0.8 

End of supplementation 

—0.5 

—0.2 

—1.2 

4-0.1 

Total weight loss 

—5.2 

—3.7 

—3.3 

—3.2 

Total nitrogen loss, gm 

106.7 

89.4- 

71.4 

89.3 

1ST. loss X 30, kg 

3.2 

2.7 

2.2 

2.7 


gm % 

gm % 

gm % 

gm % 

Serum albumin, initial 

4.66 

4.91 

4.91 

4.67 

1 wk. depletion 

4.35 

4.60 

4.62 

4.32 

2 wks. depletion 

4.31 

4.81 

4.17 

4.10 

3 wks. depletion 

4.18 

4.37 

4.39 

4.23 

Change during depletion 

—.48 

—.54 

—.52 

—.44 

End of supplementation 

3.99 

4.50 

4.43 

4.37 


gm, % 

gm. % 

gm % 

gm % 

Serum protein, initial 

6.87 

7.09 

7.30 

7.43 

1 wk. depletion 

7.06 

6.72 

6.84 

6.46 

2 wks. depletion 

6.54 

7.05 

6.26 

6.10 

3 wks. depletion 

6.25 

6.56 

6.80 

6.19 

Change during depletion 

—.62 

—.53 

—.50 

—1.24 

End of supplementation 

6.39 

6.79 

6.59 

6,46 


% C.V. 

. % r.'W. 

9c c.v. 

% c.r. 

Hematocrit, initial 

45.1 

48.5 

49.9 

46.3 

1 wk. depletion 

46.0 

47.3 

51.4 

48.0 

2 wks. depletion 

47.2 

47.0 

50.3 

44.4 

3 wks. depletion 

49.5 

43.2 

55.9 

44.1 

End of supplementation 

47.0 

40.6 

51.8 

42.6 
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Robison, ’22) bave employed higher calorie intakes, but a large 
part of their difficulty with the ingestion of the diets is prob- 
ably due to this high food intake. 

The total serum protein and serum albumin values declined 
progressively during depletion, in a manner and degree com- 
parable to that previously observed in dogs (Cox and Muel- 
ler, ’44). There was no significant regeneration of protein 
during supplementation, since the level of nitrogen given 
was inadequate to attain nitrogen balance. There was but 
little change in the hematocrit values during the experiment, 
so that the fall in percentage albumin may be considered as 
valid. 

TABLE 9 

Summarized data on 4 subjects for the last 6 days of a 21-day protein depletion 
period followed by two 4-day periods supplemented with casein hydrolysate 
with and without added methionine. 


SUBJECT 

A 

B 

c 

i> 

Food N, gm/day, last 6 days 

0.91 

0.72 

0.85 

0.82 

Urinary 1ST, gm/day, last 6 days 

3.44 

2.88 

2.33 

2.68 

Fecal N, gm/day, last 6 days 

1.03 

0.40 

0.79 

0.70 

Net nitrogen loss during 
last 6 days of depletion 

— 3.56 

—2.56 

—2.27 

—2.56 

Nitrogen balance during 
hydrolysate supplementation 

— 0.97 

—0.96 

—0.76 

—1.36 

Nitrogen balance during 
hydrolysate and methionine 
supplementation 

— 0.99 

—1.06 

—0.91 

—1.29 


At the end of 21 days depletion, hydrolysate was added to 
the diet. The amount given was equal to the average amount 
of nitrogen lost by each subject during the last 6 days of the 
21-day period and was administered for the next 4 consecutive 
days as the casein hydrolysate. As shown in table 9 (line 4), 
the net nitrogen loss was 3.56, 2.56, 2.27 and 2.56 gm daily for 
the 4 subjects. These values are in very close agreement 
with the endogenous loss reported by others under similar 
protein depletion. For example, Martin and Robison (’22) 
report an endogenous loss of 3.17 and 2.89 gm nitrogen per 
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day. The average amount of hydrolysate required to furnish 
the required amount of nitrogen was only 22.3 gm daily. 
As shown in line 5 (table 9), balance was not achieved although 
the nitrogen loss was considerably reduced by the supplement. 
The average loss of — 2.74 gm was reduced to — 1.01 gm 
daily. A second period followed in which 24% of the hydroly- 
sate nitrogen was substituted by an equal amount of nitrogen 


NITROGEN 

BALANCE 

GRAMS 


URINARY 

AND 

FECAL 

NITROGEN 

GRAMS 



PERCENT 

TOTAL 

PLASMA 

PROTEINS 


PERCENT 

ALBUMIN 


HEMAT- 

OCRIT 


DAYS 


Fig. 2 Nitrogen balance, urinary and fecal nitrogen and blood values of 4 
human adult males receiving a protein-low diet (0.01 gm N per kg per day) 
and 30 cal. per kg body weight for a period of 21 days. Supplementation with an 
enzymic casein hydrolysate for 4 days (horizontal lines, 22 to 25th day) and 
with the same hydrolysate and a methionine supplement (diagonal lines, 26 to 
29th day) for 4 days followed depletion. The values for each day are given and 
the heavy lines indicate the average nitrogen balance for 3- or for 4 -day periods. 


as methionine. The average weighed amount of methionine 
was 0.763 gm daily for each of the 4 subjects. As shown in 
the last line of table 9, and in figure 2, the added methionine 
led to no more reduction in nitrogen loss than the hydrolysate 
alone, since the average nitrogen balance for the 4 subjects 
was — 1.06 gm daily, as compared with — 1.01 for the hydroly- 
sate period immediately preceding. 
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This finding demonstrated to ns that the addition of 
methionine to a casein hydrolysate did not increase the effi- 
ciency of nitrogen retention in humans. 

DISCUSSION 

A comparison of the nitrogen retention of a casein hydro- 
lysate with and without added methionine in rats, dogs and man 
has clearly shown a striking species difference. The addition 
of methionine increased the rate of growth in rats and the 
magnitude of nitrogen retention in dogs. In man, however, 
it was without effect on nitrogen retention even though obser- 
vations were made on 4 different groups : (1) depleted surgical 
patients fed intravenously (2) normal adults fed at a main- 
tenance nitrogen level (3) normal adults who had been protein 
depleted for 3 weeks and were then fed only an amount of 
nitrogen equal to their endogenous loss, and (4) normal in- 
fants. In no one of these 4 groups did the addition of extra 
amounts of the essential sulphur-containing amino acid in- 
crease nitrogen retention. 

An explanation for this difference does not seem difficult, 
based on the fact that the rat and dog are covered with hair, 
and that man is not. Since hair contains large amounts of 
cystine (Block and Bolling, ’45) it is reasonable to suppose 
that the requirement of the rat and dog for this amino acid 
(or methionine) is considerably greater than that of man. 

Whether this explanation is valid or not, the implications 
of the finding are large. We employed an hydrolysate of 
casein but it seems reasonable to interpret the data as though 
casein itself were employed, inasmuch as the growth of rats 
receiving the hydrolysate was equal to that of those receiving 
casein (Mueller, Kemmerer, Cox and Barnes, ’40). Moreover, 
supplementation of the hydrolysate with cystine and methio- 
nine gave the same improvement in growth as when casein (un- 
published studies) was similarly supplemented. 

The finding of Osborne and Mendel ( ’15) that casein was 
deficient in cystine was based on rat observation. It was 
promptly (and at that time, perhaps properly) used in ex- 
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plaining- the contemporary observation that infants failed to 
develop as well on artificial feedings as on human breast milk 
(Holt, ’16) . Thus, it was argued that since the protein of cow’s 
milk consists preponderantly of casein with a low cystine 
content, whereas breast milk contains principally lactalbumin 
with a high content of sulfur-containing- amino acids, it is 
logical to attribute the inferior results from cow’s milk feed- 
ings to this fact. With improvement in the bacteriological 
quality of cow’s milk, the supposed nutritional differences 
between casein and lactalbumin became much less necessary 
or evident. Gordon, Levine, Wheatley and Marples (’37) 
studied infants fed similar amounts of nitrogen as cow’s milk 
and as breast milk and could find no significant difference in 
their nitrogen retention. Harrison ( ’36) reported that when 
the intake of cow’s milk protein was quantitatively reduced 
to that ingested in breast milk, good nitrogen retention was 
observed. These earlier observations support the present 
finding. 

On the basis of the work of Osborne and Mendel ( ’15 ) it 
would have been logical to add cystine to cow’s milk to in- 
crease its nutritive value. To our knowledge, this experiment 
was not done. Our findings indicate that neither the addition 
of cystine or methionine should have increased the nutritive 
value of the milk for babies, even though it might have done so 
for the rat. That there is no difference in the nutritive value 
of casein and lactalbumin for man based on a difference in 
sulfur-containing amino acid content is clear from the present 
findings, but to establish the relative nutritive value of these 
2 proteins, casein and lactalbumin, for man, it will be neces- 
sary to compare carefully their growth-promoting qualities 
and their effectiveness for nitrogen retention in man. Experi- 
mental work with rats will not suffice. The assumed nutritive 
difference between casein and lactalbumin has been established 
for the rat and dog, but not for man. Our work serves as 
another illustration of the point that the results with 1 species 
cannot always be applied to other species. 
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SUMMARY 

1. The addition of cystine or methionine to a casein hydro- 
lysate given as the sole source of nitrogenous food increased 
the rate of growth in rats. 

2. When the casein hydrolysate was given hv vein to dogs, 
the addition of methionine increased nitrogen retention, 
•whereas the addition singly of the other 9 essential amino 
acids had no such effect. 

3. In 4 groups of human subjects, the addition of methio- 
nine to a casein hydrolysate given as the sole source of nitro- 
genous food, did not increase nitrogen retention. This was 
true in surgical patients to whom the material was given in- 
travenously, in infants fed a luxury level of nitrogen, and 
in well adults fed a maintenance nitrogen level. 

4. When 4 human subjects were protein-depleted for 21 
days, the subsequent administration of minimal amounts of 
an enzymic casein hydrolysate, with and without extra methio- 
nine, gave identical nitrogen retention. 

5. These data are interpreted to mean that there is a species 
difference in the requirement for sulfur-containing amino 
acids, and that the human requirement for them is less than 
the requirement of the rat and dog, due presumably to a 
greater need for cystine in the building of hair. 

6. The generally recognized nutritive difference between 
casein and lactalbumin is valid for the rat and for the dog, 
but not for man. 
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This is a report of the fourth experiment in a series planned 
to show the effect of various dietary factors upon the utiliza- 
tion of vitamin A. In previous studies, it was found that 
increased caloric intake was responsible for greater weight 
gains than the unitage of vitamin A given, and that the per- 
centage of fat and protein fed had no marked effect upon the 
utilization of vitamin A (Muelder and Kelly, ’41, ’42; Dye, 
Bateman and Porter, ’45). 

Few studies relating to the synergism of thiamine and vita- 
min A have been reported. In 1936, Random and Netter found 
that the young rat developed and matured rapidly in the pres- 
ence of the B-vitamins whether or not vitamin A was present. 
It was not until the sixth week of their experimental low-vita- 
min A regime that the absence of vitamin A began to show its 
effect. Scheunert and co-workers ( ’37, ’38) published papers 
on the effect of different quantities of vitamin A on the thia- 
mine requirements and the effect of different quantities of 
thiamine on the vitamin A requirements of rats. Thiamine 
requirements of growing rats remained the same when the 

1 Authorized for publication as Journal Article no. 747 (N.S.) of the Michigan 
Agricultural Experiment Station. 

3 Present address: Department of Home Economics, University of Chicago, Chi- 
cago, Illinois. 

* Present address: Agricultural Experiment Station, North Dakota Agricultural 
College, State College Station, Fargo, North Dakota. 
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vitamin A intake varied from 5 to 2000 units daily. Further- 
more, altering the thiamine intake did not alter the quantity of 
vitamin A required for curative purposes. More recently, 
Mitalo ( ’42) found that, if thiamine and vitamin A were both 
lacking in the diet, the loss of vitamin A from the livers of the 
experimental animals was more rapid than when vitamin A 
alone was absent from the diet. It is difficult to interpret these 
findings because of variations in experimental procedure. It 
seemed of interest to set up an experiment to test further the 
conjoint effects of varied intakes of thiamine and vitamin A. 

EXPERIMENTAL PROCEDURE 
Depletion period 

At weaning, triads of rats of the same sex, weight, and litter 
were placed upon a vitamin- A-depletion diet of the following 
percentage composition: casein (A and thiamine extracted) 
18, irradiated corn-starch 73, fat 5, and Osborne and Mendel 
salt mixture 4. Supplements of 0.5 mg autoclaved yeast and 
3 pg of thiamine as thiamine chloride were administered daily. 
Water was given ad libitum. Weekly food consumptions and 
weight records were kept during this time. The criteria used 
for depletion were a plateau in weight and signs of xeroph- 
thalmia. 


Experimental period 

At depletion, rats in 2 series, one having the food intake 
controlled to the smallest quantity eaten by any member of 
the triad, and the other receiving the diet ad libitum were 
placed on various levels of vitamin A and thiamine. The levels 
of vitamin A were 0, §, 14, or 3 1.TT. per day, combined at each 
level with 0, 6, or 9 pg of thiamine per day. When 4 rats of 
the same sex, weight and litter were available the fourth rat 
was fed 18 pg of thiamine per day. The experimental period 
lasted for 6 weeks during which daily food consumptions and 
weekly -weight records were kept. At the end of the experi- 
mental period, the surviving animals were killed with chloro- 
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form and gross autopsy findings and length of the animal were 
recorded. 

The average findings on food consumption, weight changes 
and length of rat were subjected to tests for significant dif- 
ferences according to the “t” formula. 

RESULTS AND DISCUSSION 

Male and female triads of rats were depleted of vitamin A in 
an average of 6.5 weeks. Average weekly food consumptions 
at the time of reaching a growth plateau ranged from 31 to 
33 gm, with average weights ranging from 91 to 95 gm. The 
criteria used to evaluate the effect of varying levels of thia- 
mine in the diet upon the utilization of vitamin A were (1) food 
intake, (2) weight change, (3) length of the rat at the end of 
the experimental period, and (4) number of foci of keratinized 
epithelial tissues, called “ abscesses.” Table 1 gives a sum- 
mary of the results from the animals receiving a controlled 
food intake, and table 2, the results from animals receiving the 
diet ad libitum. Some results of feeding 6 LIT. of vitamin A 
were obtained. However, only the triads at levels of 0, 14 
and 3 I.U. of vitamin A will be considered in the discussion 
because of equalization of numbers and sex in these groups. 

The daily addition of 6 or 9 ng of thiamine to the diet, 
whether or not vitamin A was present significantly increased 
food intakes and favorably affected weight changes in all 
groups of animals. For the controlled feeding group (table 1) 
members of the triad surviving beyond the death of the rat 
receiving no thiamine were permitted to eat 3 gm of food 
daily for the remainder of the 6-week experimental period. 
From the table it may be seen that these increased food 
intakes resulted in corresponding increased weight gains at 
all levels of vitamin A. The average weekly food consumption 
for all animals receiving no thiamine in the controlled feeding 
group was 11.3 gm. A similar weekly food consumption 
average, 11.2 gm, was observed for all animals having access 
to the diet ad libitum (table 2) when no thiamine was present, 
thus demonstrating the direct effect of thiamine upon appetite. 



Controlled feeding group: Average weights , food consumption, and autopsy findings on animals on a 6 -weeJc experimental period. 
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As would be expected, when the diet was available in quan- 
tities desired, the addition of 6 or 9 jig of thiamine to the diet 
stimulated increases in food intakes ; and weight gains in 
corresponding groups were larger than those observed in the 
animals on controlled food intakes. 

The absence of thiamine from the diet, with its resultant low 
food intake brought about marked losses in body weight (nega- 
tive gain per calorie ingested) whether or not vitamin A was 
present or the animals were on controlled or ad libitum feed- 
ing. When both thiamine and vitamin A were present in the 
diet and the animals consuming their food ad libitum (table 2), 
6 and 9 pg of thiamine produced identical gains in weight per 
calorie ingested. The slightly higher gain per calorie ingested 
(+ 0.04 gm) at the 3-unit level of vitamin A as compared to 
the response at either 4, or 14 1.U. of vitamin A (+ 0.04 gm) 
may indicate a growth stimulating action of vitamin A. The 
gain per calorie ingested was lower on the limited calorie 
intake of the controlled feeding group (table 1) than for cor- 
responding groups eating ad libitum. However, here again 
is some evidence of the growth promoting function of vita- 
min A in that 3 and 14 LIT. of vitamin A produced a positive 
gain per calorie ingested whereas 4 LIT. of vitamin A produced 
a negative gain per calorie ingested on practically identical 
caloric intakes. 

The daily addition of 4, 14, or 3 1.TT. vitamin A to the diet, in 
the absence of thiamine did not produce significant changes in 
food intakes or weight losses in the animal eating ad libitum 
as indicated by “t” tests and as shown in table 2 . In groups 
of animals consuming controlled diets, however, the food 
intakes were somewhat lower and the weight losses greater (in 
the triads receiving 4 and 3 I.U. of vitamin A daily) than when 
neither vitamin A nor thiamine were present. In each case, 
6 animals made up the group and it is likely that these numbers 
are too small for more than indications, but it is possible that 
an imbalance of vitamins with limited total caloric intake led 
to a poorer response to the food available. 



Ad libitum feeding group: Average weights , food consumption , and autopsy findings on animals on a 6 -week experimental period. 
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1 Arithmetic means ± standard error. 

2 Areas that most frequently showed 1 ‘ abscesses ’ y were middle ear, base of tongue, lymph glands in neck, salivary glands, and 
genito-urinary tract. 
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When the relation of the response of the animals to the addi- 
tion of vitamin A with known quantities of thiamine was tested 
statistically, vitamin A seemed to function as an essential 
factor in weight increases. In groups of animals fed ad libitum 
significant increases in food intake and decreases in weight 
loss or actual gains occurred with the addition of 1, 1|, and 
3 I.U. of vitamin A with all corresponding levels of thiamine. 
In groups of animals with controlled food consumption, how- 
ever, there were usually not significant increases in food in- 
takes with the addition of vitamin A, but there were consistent 
and significant weight increases. Patterson, Henry and Cran- 
dall ( ’42) reported that rats which were pair-fed and received 
vitamin A were significantly heavier than control animals de- 
prived only of that vitamin. The difference in weight was due 
to a greater retention of water, fat and protein in the animals 
supplied with the vitamin, and apparently was not due to 
alterations in absorption of food. In the present controlled- 
feeding groups, the difference between the average weekly 
weight changes in animals receiving 9 Mg of thiamine and no 
vitamin A ( — 2.7 gm) and those receiving 9 Mg of thiamine and 

3 LIT. vitamin A (+0.8 gm) was 3.5 gm. On the other hand, 
the difference between the average weekly weight gain of 
animals receiving 3 I.U. of vitamin A and no thiamine 
( — 11.6 gm) and those receiving 3 I.U. of vitamin A and 
9 Mg' of thiamine (again + 0.8 gm) was 12.38 gm. A considera- 
tion of these differences in weight change, as ratios, seemed 
to indicate that both vitamins are essential for weight in- 
creases but that thiamine seemed to produce between 3 and 

4 times the increase that vitamin A produced under the con- 
ditions of this experiment and in a 6-week period. It would 
be essential to know the composition of these weight changes 
before their relation to growth could be stated. 

No significant effect on the length of the animal was ob- 
served with any of the different combinations of vitamin 
intake. 

For all groups of animals, “abscesses” were highest in num- 
ber when no vitamin A was present in the diet, regardless of 
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the presence of thiamine. In the controlled diet groups (table 
1), “abscesses” averaged 3.2 per rat with no vitamin A. or 
thiamine. The number of ‘ ‘ abscesses ’ ’ among animals eating 
ad libitum (table 2) averaged 3.2 per rat with no vitamin A 
or thiamine. When no vitamin A was fed, there were sig- 
nificant increases in the number of “abscesses” with the addi- 
tion of thiamine in most groups of animals. In most instances, 
however, the addition of thiamine plus vitamin A was more 
effective in reducing the number of “abscesses” than was 
vitamin A alone. Since the presence or absence of ‘ ‘ abscesses” 
is probably the most critical measure of vitamin A utilization 
applied in this study, the findings on the incidence of “ab- 
scesses” seems to indicate a synergistic effect of the 2 vita- 
mins under discussion. 

Thiamine independently and predominantly stimulated 
weight changes. Vitamin A, however, was also functioning as 
a weight-increase factor, at least in the presence of thiamine, 
but at what might be termed a “slower rate.” The reasons for 
the slightly lower food intakes and greater weight losses 
among animals fed iso-caloric diets with vitamin A and no 
thiamine are not clear from the criteria used in this study, but 
are probably not significant. That there were synergistic 
effects of thiamine on the utilization of vitamin A in vitamin A 
depleted rats were not strikingly demonstrated by these data, 
although they seem to be indicated in the findings on the 
incidence of “abscesses.” 

SUMMARY 

The effect of thiamine on the utilization of vitamin A w r as 
studied by means of food intake, weight change, length of rat, 
and number of foci of keratinized epithelial tissues called 
“abscesses” in animals depleted of vitamin A. 

The daily addition of 6, or 9 pg of thiamine to the diet, 
whether or not vitamin A was present, significantly increased 
food intakes and favorably affected weight changes in all 
groups of animals. On the other hand, the daily addition of 
1, II, or 3 I.U. of vitamin A, in the absence of thiamine, did 
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not produce significant changes in food intakes or weight 
losses in animals eating ad libitum of a basal vitamin A and 
thiamine free diet. In groups of animals on iso-caloric in- 
takes, however, food intakes were somewhat lower and weight 
losses greater when i or 3 I.U. of vitamin A were given, than 
when neither vitamin A nor thiamine were present in the food. 
Vitamin A functioned as an essential factor in weight in- 
creases in the presence of thiamine. 

No significant differences in the length of the rats were ob- 
served among the groups, regardless of vitamin intake in the 
6-week period. 

For all groups of animals, “abscesses” were highest in 
number when no vitamin A was present in the diet. When no 
vitamin A and some thiamine were fed, there were significant 
increases in the number of “abscesses” in several groups of 
animals. In most instances, however, the addition of thiamine 
plus vitamin A was more effective in reducing the number of 
“abscesses” than was vitamin A alone. 
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THE VALUE OF MEAT AND PEAS, ALONE OR IN 
COMBINATION, AS A SOURCE OF 
PROTEIN FOR GROWTH 1 

W. P. LEHRER, JR., ELLA WOODS AND W. M. BEESON - 
Departments of Animal Husbandry and Some Economics, 

Idaho Agricultural Experiment Station, Moscow 

(Received for publication October 25, 1946) 

The proteins of meat are considered of high nutritive 
quality. Hoagland and Snider ( ’26, ’27) reported them to he 
adeqhate for growth in rats when they supplied protein at a 
10% level and to be very efficient supplements for the cereals 
and for white flour. Clayton (’30), also working with rats, 
obtained growth, maintenance and reproduction with beef 
protein at a 20% level. McCollum et al. (’21) found meats 
valuable supplements for cereal seeds but not so satisfactory 
as supplements for legume seeds. 

Woods et al. (’43) reported that the slow growth in rats 
on the protein of raw Alaska peas could be overcome by the 
addition of methionine. Bolin and associates (’46) found that 
for chick growth, various animal and plant protein supple- 
ments to pea meal rations were greatly improved by the addi- 
tion of methionine. Recent investigations at this station by 
Beeson and Hickman (’45, ’45a) and Lehrer et al. (’46, ’46a) 
have shown that peas, when supplemented with a small quan- 
tity of meat meal or good pasture, are an excellent source of 
protein when fattening swine. 

1 Published with the approval of the Director of the Idaho Agricultural Experi- 
ment Station as Eesearch Paper no. 265. 

3 Present address: Department of Animal Husbandry, Purdue University, 
Lafayette, Indiana. 
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In low-cost diets or when meats are difficult to obtain, a very 
common dietary recommendation is an increased use of 
legumes to meet the protein requirement. The study reported 
here was designed to compare, at a critical level, the proteins 
of pork, lamb, beef and peas and to determine the effect upon 
growth of replacing a part of the meat of the diet with a 
serving of peas. 

EXPERIMENTAL PROCEDURE 

Weanling rats housed in individual cages and weighed 
weekly for 8 weeks were used as test animals. Food consump- 
tion records were made at each weighing. 

Alaska field peas, grade no. 1, were soaked, cooked and 
dried without discarding any of the liquid and then finely 
ground. 

The meats were prepared and roasted as recommended by 
the National Livestock and Meat Board (’45). The internal 
temperatures of the various cuts were as follows: for fresh 
ham, 185°F. ; leg of lamb, 180°F. ; and beef round, 170°F. All 
bone and all visible fat were removed from the meats before 
they were ground. They were dehydrated at a temperature of 
144°F. in the same manner as the peas and were stored under 
refrigeration. A diet in which dried whole egg furnished the 
protein was used in these experiments as a standard of com- 
parison. Animals on the egg diet exhibited good growth with 
efficient utilization of protein. 

The dried cooked peas and the dried meats were analyzed 
for nitrogen and fat. The diets were made up to contain 10% 
protein (N X 6.25) and were adjusted to the same fat level 
by the use of refined cottonseed oil. The composition of the 
diets is given in table 1. 

For compounding the diets in the study of peas as an ex- 
tender of meats, 50 gm of peas and 4 oz. of fresh meat were 
taken as average servings of these foods in human dietaries. 
In those diets marked "a” the protein was derived from a 
mixture of peas and meat in the relationship of 1 serving of 
peas (50 gm) to i serving of fresh meat (loz.). In those 
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TABLE 1 

Composition of diets} 

(Source of protein calculated to 10% protein level. } 


LOT 

NO. 

PROTEIN SOURCE 

SUGAR 

SALT 

MIXTURE 

COTTON- 

SEED 

OIL 

COD 

LIVER 

OIL 

AGAR- 

AGAR 



gm/kg 

gm/kg 

gm/kg 

gm/kg 

gm/kg 

gm/kg 

I 

Egg 

227 

639.5 

40 

30 

20 

20 

2 

Pork 

151 

738 

40 

4.5 

20 

20 

3 

Lamb 

135 

729.5 

40 

32 

20 

20 

4 

Beef 

142 

723 

40 

31.5 

20 

20 

■ 5 

Peas 

433 

444.5 

40 

39 

20 


6 

Peas 

433 







and 

dl methionine 

3 

441.5 

40 

39 

20 


7 

Peas 

320 







and 

Pork (a) . 

40 

526.5 

40 

30 

20 


8 

Peas 

254 







and 

Pork (b) 

63 

575 

40 

24.5 

20 


9 

Peas 

310 







and 

Lamb (a) 

39 

530.5 

40 

37 

20 


10 

Peas 

241 







and 

Lamb (b) 

60 

580 

40 

35.5 

20 


11 

Peas 

314 







and 

Beef (a) 

39 

526.5 

40 

37 

20 


12 

Peas 

246 







and 

Beef (b) 

61 

574 

40 

35.5 

20 

* * 


1 Each diet contained 21 gm/kg of vitamin -sugar mixture in addition to 2.5 gm/kg 
of choline chloride. 

(a) Mixed in proportion of i serving (1 oz.) of fresh meat to 1 serving 
(50 gm) of peas. 

(b) Mixed in proportion of 4 serving (2 oz.) of fresh meat to 1 serving 
(50 gm) of peas. 
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marked “b” the relationship was that of 1 serving of peas to 
i serving (2 oz.) of fresh meat. The protein of these mixtures 
was fed at the 10% level as in the other diets. 

Pure vitamins of the B-eomplex were mixed with sugar, and 
21 gm of the mixture included in each kilo, providing the fol- 
lowing supplements per 100 gm of diet: thiamine, 0.49 mg; 
riboflavin, 0.49 mg; pyridoxine, 0.61 mg; nicotinic acid, 
0.61 mg; calcium pantothenate, 4.9 mg; para-amino benzoic 
acid, 29.4 mg; and inositol, 98.0 mg. The Osborne and Mendel 
( ’19) salt mixture was used in all diets. 

Statistical analyses of the data were made according to the 
methods of Snedecor (’40). 

RESULTS AND DISCUSSION 

The results of this series of experiments are summarized 
in tables 2 and 3. 

On the basis of daily gains in weight the pork, lamb, and 
beef compared favorably with egg, but the peas were sig- 
nificantly inferior (table 3). From the standpoint of efficiency 
as measured by gain per gm of protein consumed, pork, lamb 
and beef were not significantly different from egg, but the 
peas were markedly less efficient. 

When cooked peas were supplemented with 0.3% dl-methi- 
onine the average daily gain was tripled and the protein 
efficiency was more than doubled, confirming earlier published 
findings of Woods and co-workers (’43) that peas lack methi- 
onine for normal growth. Although the peas and methionine 
diet was not as efficient as the whole egg diet, the daily gains 
were not significantly different. 

The rats on the pea diet, in addition to being smaller, had 
short, soft hair and their average survival period was only 
33 days. A postmortem 3 examination revealed a character- 
istically abnormal liver. The liver condition was typical of 
acute hepatitis and characterized by 2 progressive degrees of 
involvement — cloudy swelling and fatty degeneration. 

3 Credit is due Dr. G. C. Holm, Station Veterinarian, for valuable assistance in 
postmortem studies. 
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The stage of liver damage was dependent upon the length of 
time the rat showed retarded growth. No cases of cirrhosis 
of the liver were observed, which can he attributed to the acute 
nature of the involvement. Occasionally hemorrhage in the 
liver was encountered. These conditions did not occur in rats 
receiving the pea diet supplemented with adequate methionine. 

In diets in which the peas and meats were combined, at both 
levels of meat, the average daily gain and the efficiency of the 


TABLE 2 

A verage growth response. 


LOT 

NO. 

DIET 

NO. 

OP 

RATS 

AV. 

DAILY 

GAIN 

AV. GAIN 
PER GM 

OF 

PROTEIN 

AV. POOD 

RE QTJTRED 
PER GM 
GAIN 

AV. POOD 
CONSUMED 
DAILY 

AV. LIFE 
OP 

RATS 1 

1 

E gg 

8 

gm 

2.17 ± .11 

gm 

2.50 ± .08 

, gm 

3.99 ± .20 

gm 

8.65 ± .36 

days 

56 

2 

Pork 

9 

2.00 ± .11 

2.16 ± .10 

4.63 ± .24 

9.28 ± .26 

56 

3 

Lamb 

9 

2.34 ± .12 

2.32 ± .11 

4.31 ± .26 

10.09 ± .31 

56 

4 

Beef 

9 

2.35 ± .09 

2.19 ± .05 

4.56 ± .11 

10.75 ± .33 

56 

5 

Peas 

19 

0.60 ± .04 

0.95 dr .06 

10.54 ± .68 

6.36 ± .45 

33 

6 

Peas and 
0.3% dl- 
methionine 

19 

1.88 ± .09 

2.04 ± .07 

4.89 ± .13 

9.20 ± .39 

56 

7 

Peas and 
Pork (a) 

9 

1.38 ± . 17 

1.94 ± .24 

5.16 ± .66 

7.15 ± .43 

21 

8 

Peas and 
Pork (b) 

9 

1.62 ± .10 

1.70 ± .10 

5.88 ± .30 

9.54 ± .59 

42 

9 

Peas and 
Lamb (a) 

9 

1.66 ± .13 

2.41 ± .07 

4.15 ± .13 

6.89 ± .43 

21 

10 

Peas and 
Lamb (b) 

9 

1.80 ± .08 

1.89 ± .14 

5.30 ± .36 

9.51 ± .56 

41 

11 

Peas and 
Beef (a) 

9 

1.38 ± .19 

1.96 ± .17 

5.10 ± .70 

7.03 ± .54 

25 

12 

Peas and 
Beef (b) 

9 

1.85 ± .03 

1.95 ± .15 

5.42 ± .33 

10.00 ± .55 

48 


Experimental period 56 days, 



Statistical comparisons of growth on various diets. 
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*A t value of 3.499 establishes the 1% point for the comparisons based on the smallest number of degrees of freedom; 
therefore a value of 3.499 or larger is highly significant. 
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proteins were significantly increased over diets in which, peas 
alone supplied the protein. The peas and meat combination 
diets gave average daily gains that were not significantly dif- 
ferent from those obtained with the peas and methionine diet 
but on none of the pea and meat combination diets did all the 
animals live the entire test period. On the lower level of meat 
the average survival time was less than ■§ the test period and 
on the higher level 6 to 7 weeks. Eats on these diets made 
good growth but died suddenly without previous indications 
of disorder. On autopsy they revealed a liver condition of 
varying severity similar to the one found in the rats on peas. 

Since this liver condition was prevented by adequate methi- 
onine supplements to the pea diet it appears that the meats 
in the amounts here used did not furnish sufficient methionine 
to provide for the increased growth and for maintenance of 
normal liver tissue. 

If the methionine content of voluntary muscle protein is 
estimated at 3%, which is approximately the value reported 
by Beach et al. (’43) from chemical analyses of beef, pork 
and lamb muscle, the amounts of methionine added to each 
kilo of diet by the meat supplements actually used in these 
experiments were about 0.8 gm by the smaller and 1.3 gm by 
the larger supplements. These values are considerably below 
the 3 gm per kilo added in the 0.3% dl-methionine supple- 
mented pea diet. Mitchell and Block ( ’46) in their comparison 
of analytical data for different food proteins with those of 
dried whole egg note that for beef muscle the indicated limiting 
amino acid is the methionine plus cystine combination. These 
figures suggest that the peas and meat combination diets at 
both levels of supplementary meat were limited by their con- 
tent of methionine but do not explain the acceleration of 
growth at the expense of liver tissues. 

SUMMARY 

Cooked pork, lamb, beef, and peas, and some combinations 
of peas and the meats, have been compared with whole egg as 
sources of protein for growth in young rats. 
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Measured by growth rate and by efficiency the various 
meats, when fed at a 10% protein level, were as good sources 
of protein for growth as were eggs. 

Cooked peas alone were a poor source of protein for growth 
whether measured by average daily gain or by gain per gram 
of protein. When peas were supplemented with 0.3% dl-metki- 
onine, growth w r as increased until it was not significantly dif- 
ferent from that obtained with whole egg protein although 
it was not as efficient. 

At the levels of meat fed in combination with peas in this 
investigation growth was improved over that from peas alone 
but even the meat and pea diets were inadequate as evidenced 
by a characteristic liver involvement and early death of many 
of the test animals. 
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ONE FIGURE 

(Received for publication November 27, 1946) 

Nutrition workers are not yet agreed on a desirable nutri- 
tive state with respect to vitamin C, nor on the intake of 
ascorbic acid which should be recommended to maintain such 
a state. The recommended allowance of the National Research 
Council, 70 mg for women and 75 mg for men, is insufficient to 
maintain tissue saturation in adults but provides a wide mar- 
gin of safety over the amount required for prevention of 
scurvy. The League of Nations standard allowance of 30 mg 
daily has been commonly accepted in Europe, and is recog- 
nized in the United States as the minimum requirement to be 
stated in food labeling. 

The present study is concerned with a comparison of tissue 
stores of ascorbic acid associated with 3 levels of intake which 
had been maintained for a period of 6 weeks. The intakes 
used were 70 mg, 50 or 53 mg, and 33 mg, respectively. The 

1 Some of the data in this paper are taken from theses presented to the faculty 
of the Graduate School of Cornell University in fulfillment of the requirement for 
the M.S. degree, by Ann C. Moore, June 1944, Margaret A. Delaney, October 1945, 
and J. Estelle Haines, February 1946. Further details will be found in the theses. 
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highest level of intake studied approximated the National 
Research Council allowance, the lowest approximated the 
League of Nations standard, whereas in the other 2 experi- 
ments, 1 with natural food and the other with a synthetic diet, 
the intakes were intermediate. 

The state of the subjects’ tissue reserves of ascorbic acid at 
the end of the 6-week periods was judged by the fasting plasma 
ascorbic acid values and whether or not these values had 
reached a plateau, as well as by the response to standard test 
doses, and the number of doses given daily which were re- 
quired to restore tissue saturation. 

The experimental period selected, 6 weeks, is one in which 
the fasting plasma ascorbic acid value reached zero for a 
subject whose diet was devoid of ascorbic acid (Crandon, 
Lund and Dill, ’40), hence it was believed to be long enough 
' to permit the demonstration of differences in body stores of 
ascorbic acid on these levels of intake, should such differences 
exist. 

EXPEBIMENTAL 

Subjects 

Twelve normal adults, 6 men and 6 women, ranging in age 
from just under 20 to 46 years, served as subjects. Four of 
these served for 2 experimental periods each. Data concerning 
the sex, age, height and weight of the subjects are presented 
in table 1. Before each experiment, the subjects were exam- 
ined by a physician at the Student Medical Clinic of Cornell 
University and were found to be in good physical condition. 2 
Six of the subjects had mild infections of the upper respiratory 
tract, 3 without fever, in the course of the experiments which 
were conducted during the winter. Subject J. M. had a cold 
with slight fever (99.6°F.) for 3 days during the sixth week 
of the experiment. 

3 Subjects E.K. and H.G. had poliomyelitis in childhood; subject J.M. had 
asthma in 1931, with little difficulty since. 

* Although the subjects had been instructed not to take any medication during 
the experimental period, 1 subject took 110 grains of aspirin in a 32-hour period 
in the fifth week of the experiment, without apparent effect on the urinary excre- 
tion or fasting plasma values of ascorbic acid. 



481 


TISSUE RESERVES OF ASCORBIC ACID 


TABLE 1 

Sex, age, height and weight of 13 subjects 1 on controlled intakes of ascorbic acid 

for 6 -week periods. 


SUBJECT 

AGE 

HEIGHT 

WEIGHT - 

SUBJECT 

AGE 

HEIGHT WEIGHT - 


yr. 

inches 

cm 

lb. 

kg 


yr. 

incite 

s cm lb. 

kg 


Intake: S3 mg /day 




Intake: 5 

3 mg /day 


EH? 

22 

661- 

169 

134 

61 

AM ? 

23 

674 

172 136 

62 

SP<? 

19 

67 

170 

140 

64 

DL? 

30 

66 

168 143 

65 

HG c? 

26 

70.1 

184 

127 

58 

EK c? 

04 

69 

175 154 ■ 

70 

LG? 

29 

67 

170 

153 

69 

HG c? 

26 

72 1 

184 133 

60 


Make: 50 mg /day 




Intake: 7 

0 mg /day 


JES? 

21 

63 

160 

128 

58 

AM? 

22 

674 

172 134 

61 

DL? 

31 

66 

168 

133 

60 

PH 3 c? 

31 

684 

174 141 

64 

MH? 

46 

67 

170 

138 

63 

EK S 

23 

69 

175 163 

74 






JMc? 

24 

68 

173 163 

74 







JL c? 

23 

67 

170 152 

69 


1 Subjects HG, DL, AM and EK served for 2 experimental periods. 

2 Average of daily weights during 6 -week period. Nude weight obtained by sub- 
tracting the weight of the usual amount of clothing from the daily weight. 

3 Subject PH is Chinese. 

Diet and ascorbic acid intake 

The basal diet for 3 of the 4 experimental periods was 
similar to that reported by Lewis et al. (’43). This diet pro- 
vided from 10 to 13 mg of ascorbic acid, and was supplemented 
by doses of 20, 40 and 60 mg of synthetic ascorbic acid, 4 taken 
after breakfast. These doses, together with the ascorbic acid 
content of the basal diet, brought the total ascorbic acid intake 
to 33, 53 and 70 mg, respectively, in the 3 experiments. In 
the study on the 53-mg intake, the diet was modified so as to 
keep the thiamine intake constant for each subject (G-ifft and 
Hauck, ’46). In the fourth experiment, which was designed 
primarily to study thiamine metabolism (Hathaway and 
Strom, ’46) a synthetic diet was used, including 50 mg of 
ascorbic acid.' 

4 Acknowledgment is made to IIolfmann-LaEoclie, Inc., for a generous suppl} 
of synthetic ascorbic acid. 
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Plan of the experiment 

Preliminary saturation period. In order to assure full tissue 
stores for all subjects at the beginning of the experiments, 
they were given either the juice of 8 oranges, or 400 mg 
ascorbic acid daily for 3 days in addition to their usual diets. 
On the fourth day, subjects were given either the basal diet, 
or other food selected for its low ascorbic acid content, plus 
a test dose of 400 mg of ascorbic acid, 200 mg with breakfast 
and 200 mg with luncheon. Urinary excretions of ascorbic 
acid on this day were from 250 to 387 mg, well in excess of 
50% of the test dose. Fasting plasma ascorbic acid values 
were 1.2 mg % or more for all subjects at this time. 

Experimental period. The preliminary saturation period 
was followed by a period of 6 weeks on the level of intake 
under investigation, i.e., 33, 50, 53 and 70 mg per day, re- 
spectively, in the 4 experiments. 

Resaturation period. Following the period of 6 weeks on a 
constant level of intake, subjects were given daily 400 mg 
test doses of ascorbic acid, 200 mg with breakfast and 200 mg 
with luncheon, until the 24-hour urinary excretion of ascorbic 
acid exceeded 50% of the test dose. The subjects were then 
considered to be saturated with respect to ascorbic acid. 

Ascorbic acid determinations made. Daily determinations 
were made of the ascorbic acid content of the fasting plasma 
and 24-hour urine samples. Each 24-hour period ended with 
the collection of the specimen voided 4 hour before the fasting 
blood sample was taken. The fasting plasma level was con- 
sidered to be associated with the previous day’s intake ; there- 
fore, in making calculations, the fasting plasma values were 
paired with the previous day’s urinary excretion values. 

In order to estimate the subjects’ renal thresholds for 
ascorbic acid, determinations were made of the hourly excre- 
tion of ascorbic acid, both at fasting and following ingestion of 
ascorbic acid, together with the corresponding plasma ascorbic 
acid values. Some of these data are presented here, since 
they provide additional evidence concerning the state of the 
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subjects’ tissue stores at the beginning and end of the experi- 
ment. The estimation of the renal threshold is reported in a 
separate publication (Klosterman et ah, ’47). 

Analytical methods 

Each urine specimen, or an aliquot portion thereof, was 
acidified immediately with 10% by volume of 2 N sulfuric acid 
containing 2% of metaphosphoric acid. The acidified 24-hour 
specimens,, or appropriate aliquot portions thereof, were re- 
frigerated and pooled for analysis. The ascorbic acid content 
of the urine was determined by titration with a buffered solu- 
tion of the indicator, sodium 2, 6-dichlorobenzenone-indo- 
phenol, 5 standardized twice weekly against a known solution 
of ascorbic acid. 

Reduced ascorbic acid in plasma was determined by the 
micromethod of Farmer and Abt (’36). 

The ascorbic acid content of foods in the basal diet was 
determined 3 or more times during each experimental period, 
using the indophenol titration method of Bessey ( ’38a) modi- 
fied by the use of the Waring Blendor (Davis, ’39). 

BESULTS AND DISCUSSION 

The results of these experiments are summarized in tables 
2 and 3. 

Evidence on the tissue reserves, obtained from the 24-hour 
excretion of ascorbic acid, was corroborated by the hourly 
determinations ,of urinary excretion and plasma levels of 
ascorbic acid, made in connection with the estimation of the 
subjects’ renal thresholds. Typical curves obtained from such 
studies are presented in figure 1, A and B. Curves marked 1 
are representative of values obtained on the first day of the 
6-week period. The fasting plasma values for all subjects were 
near their renal thresholds for ascorbic acid, and were main- 
tained above the threshold value for several hours by the 
small daily supplement. This behavior is typical of subjects 


3 Eastman Kodak Company. 
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TABLE 2 


Fasting plasma ascorbic' acid values for adult mibjects on various levels of intake . during a 6-week period , 
and in response to 400-mg test doses at the end of the period. 


INTAKE AND 
SUBJECT 


MEAN FASTING PLASMA ASCORBIC ACID 
VALUES IN MG % 


RESPONSE TO 400 MG TEST DOSES, 
FASTING PLASMA ASCORBIC ACID 
VALUES, MG % 

XI. T. 1 


i 

2 

Week 2 
?> 

4 

5 

6 

1 

2 

Day 

4 

5 

70 mg 













A.M.? 

1.07 

1.00 

0.89 

0.86 

0.89 

0.86 

1.5 

1.3 




1.2 

P.H<? 

0.76 

0.90 

0.66 

0.67 

0.70 

0.67 

1.1 

1.1 




1.05 

E.K.c? 

0.89 

0.76 

0.64 

0.61 

0.57 

0.50 

0.5 

1.0 

1.3 

1.2 


1.1 


1.06 

0.94 

0.70 

0.63 

0.63 

0.63 3 (6) 

0.9 

1.2 

1.1 



1.1 

J.L.c? 

0.83 

0.76 

0.61 

0.67 

0.66 

0.66 

1.1 

1.2 




1.0. 

53 mg 













A.M.$ 

1.22 

0.83 

0.77 

0.74 

0.63 

0.63 

1.0 

1.3 

1.5 



1.2 

E.K.J 

1.03 

0.67 

0.57 

0.48 

0.44 

0.42 

0.6 

0.9 

1.2 

1.2 

1.4 

1.1 


1.04 

0.71 

0.61 

0.53 

0.48 

0.46 

1.1 

1.1 

1.3 

1.4 


1.1 

D.L.? 

1.25 

0.85 

0.78 

0.69 

0.61 

0.53 

1.1 

1.4 

1.6 



1.15 

50 mg 4 













D.L.? 

1.16(5) 

0.98(5) 

0.94(5) 

0.81 

0.84 

0.59 

1.0 

1.3 

1.3 



1.15 

J.E.S.? 

1.15(6) 

1.03(6) 

1.02(4) 

0.83(6) 

0.77 

0.59 

1.1 

1.4 

1.4 



1.3 

M.H.5 

0.93(6) 

0.73(6) 

0.73(3) 

0.63 

0.60 

0.50 

0.8 

1.0 

0.9 

LI 

1.0* 

1.0 

33 mg 













E.H.$ 

1.00 

0.69 

0.54 

0.40 

0.37 

0.34 

0.6 

0.9 

1.5 

1.3 


1.3 

S.P.c? 

0.96 

0.60 

0.50 

0.41 

0.34 

0.36 

0.7 

1.2 

1.3 

1.5 


1.3 

H.G.CJ* 

0.93 

0.63 

0.51 

0.41 

0.37 

0.28(6) 

0.6 

0.7 

1.2 

1.4 

1.5 

1.1 

l.g.s 

0.93 

0.61 

0.49 

0.41 

0.34 

0.31 

0.6 

i 

0.8 

1.4 

5 

1.6 

1.3 


1 Renal threshold. Data from Klosterman et al. ( J 47). 

2 Weekly means were calculated from 7 daily values except, where a figure in parentheses is given to in- 
dicate that the mean was derived from fewer values. 

3 This subject had a cold with fever for 3 days during the sixth week of the experiment. 

4 Synthetic diet used. In all other studies the basal diet was composed of foods low in ascorbic acid content. 

3 This subject had a mild illness without fever on the fourth day of the resaturation period. Since no 
fasting plasma determination was made on this day, the experiment was continued 1 day beyond the time 
when more than 50% of the test dose was excreted in 24 hours. 

6 Fasting plasma ascorbic acid values for this subject were at or above her renal threshold for the next 
2 days. 
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whose tissue reserves of ascorbic acid are full. Similar plasma 
ascorbic acid curves for A.M. and J.L. on the second morning 
of the resaturation period indicated that their tissue stores 
had been refilled. This was borne out by the excretion of over 

TABLE 3 


Twenty -four hour urinary ascorbic acid values for adult subjects on various levels 
of intake during a 6 -week period , and in response to 400- mg test doses 
at the end of the period. 


INTAKE AND 
SUBJECT 

MEAN 24-HOUR URINARY EXCRETION 
VALUES FOR ASCORBIC ACID IN MG 

RESPONSE TO 400 MG TEST DOSES, 
24-HOUR URINARY EXCRETION VALUES 
FOR ASCORBIC ACID IN MG 

1 

2 

Week 

. 3 

i 

4 

5 

6 

1 

2 

8 

Day 

4 5 6 7 

70 mg 











A.M. 5 

49 

21 

21 

24 

24 

23 

115 

266 



P.H. c? 

53 

20 

21 

oo 

26 

25 

67 

253 



E.K.c? 

43 

33 

32 

30 

30 

32 

36 

67 

199 

294 


46 

19 

20 

23 

26 

28 8 

32 

190 

334 


J.L.c? 

41 

21 

22 

25 

23 

23 

125 

236 



53 mg 











A.M.J 

40 

19 

19 

19 

19 

17 

28 

155 

252 


E.K.r? 

30 

24 

25 

25(6) 

24 

22 

24 

25 

39 

152' 242 

H.Cr.c? 

. 42 

21 

22 

20 

19 

17 

18 

84 

182 

302 

D.L.? 

51 

23 

22 

21(6) 

22 

17 

27 

62 

215 


50 mg * 











D.L.? 

34(6) 

22 

17(6) 

17 

15 

15 

25 

110 

900 


J.E.S.? 

34 

23 

20(6) 

21 

19 

19 

24 

85 

222 


M.H.g 

34 

22 

16 

17 

15 

14 

15 

32 

61 

117 124 148 183 

33 mg 











E.H.? 

37(6) 

26 

27(6) 

27. ' 

24 

22 

25 

28 

129 

263 

S.P.c? 

28 

20 

23 

21 

19 

17 

24 

29 

108 

263 

H.G<? 

37 

23 

22(6) 

21 

17 

15 

25 

23 

30 

175 212 

L.G.2 

30 

19 

21 

19 

18 

16 

20 

21 

55 

230 295 1 * * 4 


1 Weekly means were calculated from 7 daily values except where a figure in 
parentheses is given to indicate that the mean was derived from fewer values. 

a This subject had a cold with fever for 3 days during the sixth week of the 
experiment. 

8 Synthetic diet used. In all other studies the basal diet was composed of foods 
low in ascorbic acid content. 

4 This subject had a mild illness without fever on the fourth day of the resatura- 
tion period. Since no fasting plasma determination was made on this day, the 
experiment was continued 1 day beyond the time when more than 50% of the test 
dose was excreted in 24 hours. 
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50% of the test dose by these subjects on this day. Note, how- 
ever, that the low fasting* plasma values for subjects E.H. 
and H.G. following* the period on a 33-mg intake, were raised 
only slightly by the 200 mg test dose on the first day of the 
resaturation period. On the third day, the test dose caused 
the plasma level of ascorbic acid to exceed the renal threshold 
for a short time, but the tissues were still avidly taking up 
ascorbic acid, so that little urinary excretion occurred. As 
judged by the 24-hour urinary excretion in response to the 
test dose E.H. required 1 more, and H.G. 2 more days to 
become saturated. 


URINARY EXCRETION OF ASCORBIC ACID, MG 

URINE PLASMA ASCORBIC ACID, MG % PLASMA 

MG RENALTHRESHOLD FOR ASCORBIC ACID MG% 

40 

30 

20 

10 

0 
30 

20 

to 


'' 012 3 4 50 I 2 3 4 5 0 I 2 3 4 50 12 3 4 5“ 

HOUR SINCE INGESTION OF DOSE 
A B 

Fig. 1 Plasma ascorbic acid and urinary excretion curves following ingestion 
of ascorbic acid. In each case the dose of ascorbic acid was taken at the hour 
marked 0, immediately following the collection of a 1-hour fasting specimen of 
urine, and hour after the fasting blood sample was taken. Each subject’s 
renal threshold for ascorbic acid is indicated by a line parallel to the base line. 
Fig. 1 A and B include representative curves for subjects on the 33 mg and 
70 mg intakes, respectively. 

Curves marked 1 represent data obtained on the first day of the experiment, 
following saturation when A.M. and J.L. received 60 mg doses of ascorbic acid 
at the hour marked 0. 

Curves marked 2 and 3 represent data obtained during the resaturation period, 
when a 200 mg test dose was given at the hour marked 0. Curves marked E.H. 2, 
H.G. 2 and E.H. 3, H.G. 3 represent studies made on the first and third mornings 
of the resaturation period ; curves marked A.M. 2 and J.L. 2 represent data ob- 
tained on the second morning of the resaturation period. 
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In comparing the results of experiments on the 3 levels of 
intake, the consistent behavior of subjects who served for 
2 experiments is noteworthy. Thus A.M. required 2 days for 
resaturation on the 70 mg intake, and 3 days on the 53 mg 
intake; E.K. required 4 days on the 70 mg intake and 5 days 
on the 53 mg intake ; H.Gr. required 4 days on the 53 mg intake 
and 5 days on the 33 mg intake ; and D.L. required 3 days for 
resaturation after periods on 53 and 50 mg intakes. There 
was no indication that D.L.’s ascorbic acid metabolism on the 
synthetic diet differed from her metabolism when the basal 
diet was composed of ordinary foods. 

In general, the reducing value of E.K.’s 24-hour specimens 
of urine was higher than for the other subjects, after the 
first Aveek of the study. This may have been related to a higher 
excretion of non-ascorbic acid reducing substances by this 
subject, since in a series of determinations with the photo- 
electric colorimeter by the method of Bessey ( ’38b), the mean 
urinary ascorbic acid excretion was 14 mg less than when 
estimated by direct titration, as compared with the folloAving 
differences for other subjects studied at the same time: 
P.H., 6; A.M., 7; J.M. and J.L., 9 mg. We have found no 
constant relationship between the ascorbic acid A^alues as 
estimated by these 2 methods. 

No explanation is apparent for the anomalous behavior of 
subject M.H. who did not excrete over 50% of the test dose 
even after 7 days, although her fasting plasma ascorbic acid 
value reached her renal threshold on the second day, and 
hovered about this concentration until the experiment was 
terminated because the subject left town. She was capable of 
excreting over 50% of the test dose because she did so during 
the preliminary saturation period. 

Although the 70 mg intake of ascorbic acid was not sufficient 
to maintain any of the 5 subjects in a state of tissue satura- 
tion, 4 of the 5 reached a plateau in urinary excretion of 
ascorbic acid after the first week and in fasting plasma 
ascorbic acid values after the second week on this intake 
(tables 2 and 3). Probably these subjects had reached a stable 
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state in which the tissue reserves were being maintained at 
a level slightly below saturation. The prompt response of 
both plasma and urinary excretion values during the resatura- 
tion period indicates that except for subject E.K., these adults 
had suffered only slight depletion of their tissue stores of 
ascorbic acid in 6 weeks on the 70 mg intake. In a large scale 
experiment, Linghorne et al. (’46) found that slightly higher 
intakes, approximately 75 and 80 mg per day, maintained 
plasma values between 0.7 and 1.0 mg % in young R.C.A.F. 
personnel for a period of 8 months. 

In contrast to the relatively good stores on the intake which 
approximated the National Research Council allowance of 
ascorbic acid, marked depletion of the tissue stores occurred 
in 6 weeks on the 33 mg intake, which approximates the League 
of Nations standard. This depletion may not have reached 
its maximum for this intake, for the fasting plasma ascorbic 
acid and urinary excretion values had not reached a definite 
plateau in the 6 weeks (tables 2 and 3). Possibly the values 
would not have fallen much lower had the experiment been 
continued, for Linghorne et al. (’46) observed only slightly 
lower plasma values, approximately 0.25 mg % for subjects 
who were maintained on a 25 mg intake for 8 months. 

As would be expected, the results on the intermediate in- 
takes were intermediate between those on the intakes approxi- 
mating the National Research Council allowance and the 
League of Nations standard. These experiments provide no 
evidence concerning the value of tissue reserves of ascorbic 
acid from the standpoint of health. 

SUMMARY 

The ascorbic acid metabolism of normal adults was studied 
on 3 levels of intake for periods of 6 weeks, followed by re- 
saturation periods. Five subjects received the 70 mg intake, 
which approximated the National Research Council allowance ; 
6 subjects received either an intake of 50 mg of ascorbic acid 
as part of a synthetic diet, or 53 mg, with a basal diet of 
ordinary foods, 1 subject serving for both experiments; 4 
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subjects received an intake of 33 mg, which approximated the 
League of Nations standard allowance. Depletion of tissue 
stores was slight on the 70 mg allowance, moderate on the 
allowance of 50 to 53 mg, and fairly marked on the 33 mg 
intake, without evidence that the maximum depletion had been 
reached at the end of the 6-week period on this intake. 
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THE GROWTH OF THE ODONTOBLASTS OF THE 
INCISOR TOOTH AS A CRITERION OF THE 
VITAMIN C INTAKE OF THE GUINEA PIG 1 
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Department of Nutrition, Macdonald College, McGill University, 

P.O., Prov. Quebec, Canada 

FIVE FIGURES 

(Received for publication November 22, 1946) 

After describing briefly 2 physical methods, 21 chemical 
methods, and 1 biochemical method, Rosenberg (’45) stated 
“Although the chemical, and to a small extent also, physical 
methods are replacing more and more the biological deter- 
minations of vitamin C, the biological tests maintain their 
place as the ultimate and most correct method of determining 
vitamin C.” The problem of the assay of this vitamin was of 
particular concern to the Canadian Government during the 
war years because of the difficulty of providing natural sources 
of vitamin C to the armed forces for a considerable portion 
of the year. Inasmuch as different chemical procedures fre- 
quently gave different results as to the potency of a food in 
which the armed forces were interested, this laboratory was 
requested in 1942 to undertake the establishment of a vita- 
min C bioassay which might be used as a check against chem- 
ical procedures. 

THE BASAL DIET 

Most biological assays for vitamins depend ultimately on 
the normal development of the experimental animal, either as 

1 Contribution from the Faculty of Agriculture, McGill University, Macdonald 
College, Quebec, Canada. Journal Series no. 223. 
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a whole, as measured by growth; or of some tissue which can 
be observed separately and on which the vitamin appears to 
have specific effects. Since the development of the tissues of 
the body may be limited through diet inadequacies, it is ob- 
viously essential that any diet, to be fully satisfactory as the 
basis of a bioassav, must be nutritionally complete with the 
exception of the vitamin to be studied. 

Insofar as we are aware, the nutritional requirements of the 
guinea pig are not as yet completely known — in the sense at 
least that it has not yet been possible to provide either a 
purified diet or one of natural foods which is fully successful 
in maintaining normal growth and reproduction, unless some 
fresh herbage is also fed. Several of the diets, fortified with 
ascorbic acid, which have been reported for the bioassay of 
vitamin C have proved in this laboratory to be entirely in- 
adequate to support a successful pregnancy or to promote 
normal growth of young pigs to maturity. 

We were faced at once, therefore, with the necessity of 
developing a basal diet for the assay. Suitable criteria of 
nutritional adequacy offered some problems, but due to the 
fact that the young guinea pig has a particularly long intra- 
uterine life, and that it is physiologically much more mature 
at birth than most other small animals, it was believed that 
dietary deficiencies might be manifest by reproductive failure 
or by sub-normal performance of breeding females confined to 
such rations. It was decided, therefore, to feed to pregnant 
guinea pigs, different basal diets suitable with respect to such 
factors as palatability, physical nature and freedom from 
vitamin C, and to note their ability to complete normal repro- 
duction. Comparable females, fed the same diets plus g-reen 
feed, were used as controls. All test basal diets were supple- 
mented with ascorbic acid as the sole source of vitamin C. 

In addition to the pregnancy tests, the more promising of 
the mixtures were subjected to growth-tests with groups of 
young animals fed against check groups receiving the same 
rations plus green feed. 
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As a result of these studies a basal diet has been devised 
for the vitamin C bioassay. It is called the Macdonald Guinea 
Pig Basal Diet no. 5, and has the following percentage com- 
position: ground oats 15, ground wheat 13, a ground, dried 
beet-pulp 25, linseed oilmeal 12.5, skimmilk powder 15, fish- 
meal 5, brewer’s dried yeast 10, bone char 4, and salt 
(iodized) 0.5. 

For feeding, the mixture is pressed into pellets of about 
one-eighth inch diameter. We have found that while guinea 
pigs will scratch a meal mixture out of their feeders, they 
will eat the same mixture without waste when it is offered 
in small pellet form. In addition to the dry basal mixture, the 
pigs were supplied directly with: vitamins A and D as a 
feeding fish oil ; vitamin E as alpha tocopherol ; and vitamin C 
as ascorbic acid. It may be noted that wheat germ to the 
extent of 10% of the basal mixture did not prevent muscle 
degeneration and hemorrhage which were entirely corrected 
by daily allowances of 3 mg of alpha tocopherol. 

In our experience, when this vitamin-supplemented ration 
is fed ad libitum along with either fresh or with dried, long- 
stored grass clippings, reproduction (80% successful preg- 
nancies) and the growth of young are normal; whereas if the 
roughage is omitted, only about 66% of pregnancies are suc- 
cessful and there is some, though not a marked slowing of 
growth of the young to maturity. It may be noted that the 
dried herbage clippings used were not anti-scorbutic. Because 
of the evident craving for edible roughage, it is interesting to 
speculate as to whether or not some of the failure which has 
been reported in the preparation of purified diets for guinea 
pigs is not related to the need of this species for roughage 
material to maintain normal caecum function, comparable to 
the case of the rumen with ruminants. 

From our observations of several hundred pregnant guinea 
pigs and of their progeny, we have now constructed what may 

2 Five pounds of this component may he replaced, if desired by an equal weight 
of molasses for greater ease in pelleting. 
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be called a “normal standard” for the behavior of guinea 
pigs on this diet regime. It may be summarized as in table 1. 

Although it is evident from these tests that the diet which 
we are using’ without roug’hage for the odontoblast assay is 
not entirely complete nutritionally when judged by the severe 
criterion of adequacy for reproduction, yet young pigs carried 
on bioassay, on this diet, show no abnormalities at post- 
mortem examination at the end of the 42-day assay period 
provided the ascorbic acid has been supplied in amounts of 
2 mg per pig per day or greater. 


TABLE 1 

Typical average performance of guinea pigs on vitamins A. C, D and E 
supplemented Macdonald guinea pig diet no. o. 


RESPONSE WITH REGARD TO : 

WITHOUT. 

ROUGHAGE 

WITH FRESH 

OR DRIED 
ROUGHAGE 

Successful pregnancies 

67% 

80% 

Hemorrhage and resorption of fetus 

20% 

20% 

Abortion 

13% 

0% 

Number of pigs per litter: 

total 

3.7 

3.9 

born alive 

3.0 

3.5 

weaned 

3,0 

3.5 

Birth weight of pigs born alive 

100 gm 

100 gm 

Weight at 21 days (weaning time) 

260 gm 

275 gm 

Gains per wk. from weaning time to 

500 gm (females only) 

30 gm 

43 gm 


The bioassay procedure 

Numerous workers have described the radical changes which 
occur in the scorbutic guinea pig tooth and these changes have 
been used in subjective assay methods as an index of the 
vitamin C intake of young guinea pigs. All of these methods 
suffer from an inherent lack of precision. In 1940, an objective 
method of assay was proposed by Boyle, Bessev and Howe 
based on their finding that the width of the dentine layer of the 
incisor tooth varied with the vitamin C intake. This method 
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appeared to avoid the difficulty of assessing the degree of 
tooth damage involved in earlier tooth assay methods. How- 
ever, in examining the teeth of pigs on varying intakes of 
ascorbic acid, we were impressed with the clear-cut and easily 
measured differences in the length of the odontoblast cells 
(see tig. 1). 


0.5 mg 1.0 mg 2.0 mg 

Fig. 1 Photomicrographs ( X 440) showing development of the odontoblast 
cells in guinea pig incisor teeth resulting from the daily intake of 0.5, 1.0, and 
2.0 mg of ascorbic acid, respectively. P, o, and d indicate pulp, odontoblasts and 
dentine, respectively. 

In. the mildly scorbutic guinea pigs the odontoblast cells at 
the formative end of the incisor tooth appear practically 
normal, while further incisally they become shorter and ir- 
regular in position (see fig. 2). 

In the normal guinea pig, the odontoblasts, differentiating 
at the formative end of the tooth, increase in length until they 
reach maturity. At the senile end of the tooth, the odonto- 
blasts have degenerated and are embedded in calcific sear 
tissue, or secondary dentine. Between these 2 well-defined 
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regions lies a row of tall columnar mature odontoblasts. Cell 
measurements must be taken in this area (figs. 3, 4 and 5). 

These changes can be seen in longitudinal sections cut to 
expose the full length of the pulp cavity of the incisor tooth 


Fig. 2 Photomicrograph ( X 100) showing irregular odontoblast row in a 
scorbutic tooth. (P) indicates disorganized pulp, (cs) calcific scar tissue, (o) de- 
generating odontoblasts, and (d) dentine, respectively. 


Formative end of incisor tooth showing embryonic odontoblasts. 
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and are easily measured with a microscope fitted with a 
micrometer eye piece. 

The length to which these cells develop in pigs of 250 to 
400 gm weight, is apparently limited by the level of vitamin C 
intake, and ranges from about 30 microns with intakes of 
0.5 mg of ascorbic acid daily, to a maxim um of about 70 
microns with intakes of 2 mg or over. Within this range of 


Fig. 4 Mature odontoblast cells in area of reading. 


Fig. 5 Incisal end of incisor tooth showing senile odontoblasts. (P) indicates, 
pulp, (o) odontoblasts, and (d) dentine, respectively. 
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intake, the odontoblast length bears a logarithmic relation to 
the vitamin C fed. With intakes of less than 0.5 mg the cells 
are so disorganized that accurate readings are difficult, and in 
addition, frank scurvy is present in many individual animals 
which, in our opinion, renders them unacceptable for assay 
purposes. 


Allotment considerations 

We have now conducted tests involving some 650 pigs, aimed 
at establishing an assay procedure having the obviously 
desirable characteristics of precision, simplicity and reli- 
ability. 

In this connection it may be stated that when raised to assay 
age on our vitamin supplemented basal diet, the absence or use 
of green feed is apparently immaterial. Further, there are no 
differences between the sexes in odontoblast cell development 
and the animals may be penned alone or in groups during the 
assay. Somewhat more regular curves have been obtained in 
assays of 35 and 42 days than on shorter periods, and selection 
of pigs for assay on the basis of age (28 days) has been 
preferable to the use of an attained live weight of 300 
(± 5) gm. 

Limits of assay range 

The response to ascorbic acid of pigs carried under assay 
conditions has been measured at daily intakes of 0.25, 0.50, 
1.0, 2.0, 4.0, and 8 mg. In our experience, pigs carried for over 
28 days on intakes of 0.25 mg of ascorbic acid have shown 
frank scurvy including capillary hemorrhage in the hind legs. 
No cases of clinical scurvy have been seen on intakes of 0.5 mg 
per day. 

At the upper end of the range we have not found satisfactory 
increased response with intakes of 4.0 or 8.0 mg over that 
shown for 2.0 mg. We have not thus far investigated values 
intermediate between 0.25 and 0.5 mg, or between 2.0 and 
4.0 mg- of ascorbic acid. 
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Precision of the assay 

In all tests, in addition to the odontoblast readings, the 
gains of the animals have been recorded and a gain response 
curve determined. When male animals only are used, the 
mean estimated potency of the carrier was frequently approxi- 
mately the same as determined from the odontoblast readings. 
The response of the females, however, was usually unsatis- 
factory because of much slower gains. 

The relative precision of the 2 methods (gain vs. odonto- 
blast) is striking. The precision of an assay of this type may 
be expressed as the ratio of the standard error of the mean 
difference between 2 levels of vitamin intake and the slope 
of the regression connecting them, 

r- l x V-f (i) 

where n is the number in the group, o the standard deviation 
of the assay, and pr the precision. 

One measure of the relative precision may be indicated by 
the number of animals needed per group to give the same 
values for pr. For this purpose we may write the above 
formula in the form of 



The number of animals needed per group (i.e., test level 
group) where growth is the criterion to give a precision ( pr) 
equal to that attained with the number actually used for the 
odontoblast readings may then be calculated by using in 
formula (2) the values of pr z found for the odontoblast read- 
ings and those of c s and b 2 found for the growth values. The 
n thus found will be compared to the n used in the odontoblast 
calculations (see column “nc” of table 2). 

Another way of indicating relative precision involves a 
comparison of the precision indexes of the 2 methods. This is 
shown in the last column of table 2. 
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The relevant data for 7 separate assays are given in table 2. 
In our experience the odontoblast method has consistently 
given an appreciable increase in precision over the growth 
method of estimating vitamin C intake. 

TABLE 2 


Relative precision of growth vs. odontoblasts as criteria of vitamin C 
intake for guinea pigs. 


SUBSTANCE ASSAYED 

ODONTOBLAST METHOD 

GROWTH METHOD 

nc 1 

RELA- 

TIVE 

PRE- 

CISION 

cr 

6 

71 

pr 

a ' 

b' 

7l' 

pr' 

Aqueous soln. ascorbic 

2.S 

32 

10 

.039 

49.3 

247 

10 

.089 

53 

.44 2 

Fresh orange juice 

3.d 

21 

10 

.074 

56.5 

61 

10 

.415 

314 

.18 

Cone, orange juice 

5.4 

59 

6 

.053 

26.5 

135 

6 

.113 

28 

.47 

Aqueous soln. ascorbic 

3.2 

21 

10 

.070 

57.6 

105 

10 

.244 

122 

.29 

Fresh orange juice 

3.2 

18 

10 

.082 

57.6 

122 

10 

.211 

66 

.39 

Synthetic orange juice 

3.2 

22 

10 

.065 

57.6 

94 

10 

.273 

177 

.24 

Apple juice 

3.2 

33 

10 

.044 

57.6 

192 

10 

.134 

95 

.33 


1 nc in growth assay to give pr equal to odontoblast assay. 

2 i.e., Growth assay has 44% the precision of the odontoblast assay. 


Details of assay procedure 

The details of the procedure now used in this laboratory 
are as follows : 

Young guinea pigs bred in our own colony and raised from 
mothers maintained on the basal diet, above described, sup- 
plemented with vitamins A, 0, D and E plus either hay or 
greenfeed as available, are at 28 ( ± 3) days of age, allotted at 
random to individual cages and allowed free access to the 
pelleted basal diet and water. Vitamins A, D and E in corn 
oil are administered weekly, by means of a calibrated hypo- 
dermic syringe, with needle removed, in amounts to provide 
the equivalent of 425 I.U. of vitamin A, 48 LIT. of vitamin I) 
and 3 mg of alpha tocopherol daily. 

Both the unknown and the control source of vitamin C are 
fed at each of at least 3 levels of intake, spaced at equal log 
intervals. We have continued the restriction in allotment that 
there shall be equal numbers of each sex on each dose level, 
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and for convenience, have continued the use of individual 
penning. (Normally not less than 10 animals per dose are 
used.) 

The feeding period for all pigs is 42 days. Since individual 
penning is employed, different pigs can start and hence com- 
plete a trial at different times. This is advantageous not only 
in the problem of obtaining the needed numbers of animals for 
assay at any given time, but especially in avoiding the neces- 
sity for processing undue numbers on a single day at the end 
of the feeding period. 

Preliminary preparation of the tooth 

At the conclusion of its 42-day feeding period each animal is 
sacrificed by chloroform. Its lower jaw is removed and divided 
by a vertical incision between the incisors. The exposed por- 
tions of the incisor and that portion of the mandible extending 
beyond the molars are clipped off (thus allowing the fixing 
agent more easily to reach the pulp of the incisor), and the 
remainder placed in 10% formalin. 

Following a minimum fixation period of 48 hours in 10% 
formalin, the teeth are washed in 70% alcohol for 24 hours. 
Decalcification 3 is then carried out in 10% nitric acid, chang- 
ing the acid every second day. In 36 to 48 hours the unwanted 
molar and a jaw tissue is readily trimmed away. The tooth 
is tested with a sharp needle and is removed from the acid 
when the entire specimen can be pierced easily. Complete 
decalcification is usually accomplished in 3 to 4 days. 

After rinsing in 1 or 2 changes of water, the teeth are placed 
in 2% potassium alum for 12 hours. This is followed by 
another rinse in water and a transfer to 5% sodium bicar- 
bonate for 24 hours. 

The incisors are then thoroughly washed in running water 
for 12 to 24 hours, using a washing bobber, and are prepared 
for embedding in the steps indicated in table 3. 

Based on method published by F. W. Gairns. Stain Technology,, vol. 19, no. 4, 
1944. 


$ 
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The teeth are now orientated for longitudinal sectioning, 
embedded in new 60 °C. paraffin, and cooled. 

Cutting. The paraffin block containing the embedded tooth 
is secured in the microtome jaw and sections removed until 
the center of the tooth is exposed, i.e., to the point where the 
pulp cavity ceases to increase in length or width. From the 
ribbon of sections representing the tooth center, 4 to 6 sec- 
tions of 8 to 10 microns in thickness are selected for micro- 
scopic examination. 

TABLE 3 


Steps through alcohol to paraffin. 


MATERIAL 

ijst 

OUT 

10% alcohol 1 

9:00 a.m. 

12:00 noon 

20% alcohol 1 

12:00 noon 

5:00 p.m. 

40% alcohol 1 

5:00 p.m. 

9:00 a.m. 

60% alcohol 1 

9 :00 a.m. 

12:00 noon 

80% alcohol 1 

12:00 noon 

5:00 p.m. 

Absolute alcohol 

5:00 p.m. 

9:00 a.m. 

Absolute alcohol 

9:00 a.m. 

10 :30 a.m. 

Cedarwood oil 

10 :30 a.m. 

12:00 noon 

52 °C. paraffin 

12:00 noon 

2:30 p.m. 

60 °C. paraffin 

2 :30 p.m. 

changing once 

4:30 p.m. 


1 Phenol may he added to these alcohols up to 6% to impart an elasticity to the 
tissues, thus facilitating the cutting of thin sections. 


Chilling both knife and blocks in ice water for 10 minutes 
before sectioning increases the ease with which sections 
are cut. 

Staining. Brhlich’s acid haematoxylin and the counter stain 
eosin are employed in ordinary progressive staining. 

The odontoblast row of each of the sections on the slide is 
examined and 5 readings are taken from that section bearing 
the highest odontoblasts. The average of these is considered 
to represent the maximum height of the odontoblast cells of 
that animal. 

Measurements are made under 440 magnification by means 
of an ocular micrometer and the readings are subsequently 
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converted to microns. Groups of ceils of the same height in 
the central area of maximum odontoblast development are 
chosen. Measurements are not made in the regions of the 
dental papilla, nor at the biting end of the tooth where the 
odontoblasts are seen in their embryonic and senile states, 
respectively. On levels of ascorbic acid below 1.0 mg the 
odontoblast development is more irregular and the avoidance 
of single cell readings is not always possible. 

Statistical treatment of the data 

The feeding tests are designed to permit standard analysis 
of the variance of the data and the application of the factorial 
scheme for isolating individual treatment effects as described 
by Bliss and Marks (’39). As already mentioned, at least 3 
levels of known and unknown are fed. The factorial analysis, 
however, is applied to the levels of unknown which lie within 
the limits of the linear response of the known. By this pro- 
cedure, the difficulty with levels of unknowns which prove to 
lie outside the limits of linear response is avoided. 
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THE RENAL THRESHOLD FOR ASCORBIC ACID 

A MODIFIED METHOD FOB ITS ESTIMATION WITH RESULTS 
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A method for estimating the renal threshold for ascorbic 
acid has been reported from this laboratory by Lewis, Storvict 
and Hauek (’43). A majority of their subjects were studied 
for 2-week periods, with daily determinations of fasting 
plasma ascorbic acid and corresponding 1-liour urinary excre- 
tion values. In later studies in this laboratory, such determina- 
tions were made daily for 6 weeks. With a large number of 
fasting values, a statistically significant difference was some- 
times found between 2 means, both of which were below the 
renal threshold as estimated by inspection of the arrayed data 
and scatter diagrams. This paper presents a modified method 
for treating such data, with values for renal thresholds for 
ascorbic acid for 12 adult subjects, 1 of wdiom was previously 
studied by Lewis, Storvick and Hauek ( ’43 ) . 

EXBERIMENTAL PROCEDURE 

Personal data concerning the subjects, the diets and experi- 
mental procedure are reported in connection with the studies 

1 Some of the data in this paper are taken from theses presented to the faculty 
of the Graduate School of Cornell University in fulfillment of the requirement for 
the M.S. degree, by Ann C. Moore, June 1944, and J. Estelle Haines, February 
1946. Further details will be found in the theses. 
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on tissue reserves of ascorbic acid at various intakes (Haines 
etal., ’47). 

Blood and urine samples to be used in estimating tbe renal 
threshold were obtained as described by Lewis, Storvick and 
Hauek ( ’43) for their second series of experiments, i.e., the 
blood sample was taken midway in the hour for which the 
urine specimen was collected. Some of these specimens were 
obtained under fasting conditions, and some after various 
sized doses of ascorbic acid. 

METHOD OF ESTIMATING THE RENAL THRESHOLD 

In our modified method, inspection of the means and 
standard deviations for hourly urinary excretion of ascorbic 
acid at various plasma levels is substituted for Student’s 
( ’25) “t” test for determining the mathematical significance 
of the differences between means. The first step was to array 
the data for plasma ascorbic acid values for each subject, with 
the corresponding hourly urinary excretion values. Scatter 
diagrams were also made from these data. From inspection 
the apparent renal threshold for ascorbic acid was noted for 
each subject. The mean value, with its standard deviation, 
for urinary excretion of ascorbic acid at the apparent renal 
threshold was then calculated. This was compared with the 
mean value and its standard deviation for urinary excretions 
at all plasma levels below the apparent renal threshold. Since 
by definition, the renal threshold for ascorbic acid is the 
plasma concentration at which a marked rise in urinary excre- 
tion of ascorbic acid occurs, if the threshold value obtained by 
inspection is correct, the excretion of ascorbic acid at this 
plasma value will be relatively large and variable. Below 
the renal threshold, the excretion is low and relatively con- 
stant (Friedman, Sherry and Ralli, ’40). To test the validity 
of the apparent renal threshold, similar calculations were 
made for plasma values 0.1 mg % below and 0.1 mg % above 
the apparent renal threshold. 
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RESULTS AND DISCUSSION 

Renal threshold values for 12 subjects 
Mean urinary excretion values for ascorbic acid correspond- 
ing to plasma values at, above and below the renal thresholds 
for 12 subjects are presented in table 1. For these subjects, 
the renal threshold values for plasma ascorbic acid as esti- 
mated by this method, ranged from 1.0 to 1.3 mg %. Mean 
excretion values for ascorbic acid at the threshold were all 
above 2 mg- per hour, with most standard deviations con- 
siderably more than half the mean. 

Of the renal thresholds for ascorbic acid reported in this 
paper and that of Lewis, Storviclc and Hauck (’43), for 23 
individuals, 21 were between 1.0 and 1.3 mg %. Inspection of 
the data for the entire series suggests that if a subject ex- 
cretes 2 mg or more of ascorbic acid in 1 hour, his plasma 
ascorbic acid value has almost certainly exceeded his renal 
threshold during that hour, whereas if the excretion is 1.0 mg 
or less, it probably has not. 

Comparison of the modified method for estimating 
renal threshold for ascorbic acid with that of 
Lewis, Storviclc and Hauck (’ 43 ) 

When the method described in this paper was applied to the 
data of Lewis, Storvick and Hauck (’43), the estimated renal 
thresholds were the same in all cases. When the method of 
Lewis, Storvick and Hauck was applied to data for the sub- 
jects of the present study, odds for significance, for points 
below the apparent renal threshold were more comparable 
with those of Lewis, Storvick and Hauck when the fasting- 
plasma values used in the calculations were limited to 2 weeks 
of the study. Thus the method presented here appears to 
have a wider usefulness than that previously devised in this 
laboratory. 

Stability of the renal threshold for ascorbic acid 
In the present study, 4 subjects, E.K., D.L., H.Gr. and A.M., 
were subjects for 2 successive years. Subject J.M. served 



Mean urinary excretion values for ascorbic acid corresponding to plasma values at, above , and below the renal threshold for 

ascorbic acid. (12 subjects.) 1 
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1 When a subject was studied during 2 successive years, values for the larger series of the 2 are given. 

2 Some of the determinations used in calculating the renal threshold for these subjects were made by Margaret Delaney. 

3 Figures in parentheses represent number of values included in the mean. 

4 This subject also served for the experiments of Lewis, Storviek and Hauek ( J 4il). 
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for this experiment and also that of Lewis, Storvick and Hauek 
(’43). These authors also reported the renal threshold for 
1 subject (J.S.) who served for 2 successive years. Whether 
values for these subjects were calculated for the separate 
years or combined, the estimated renal thresholds were the 
same. Evidence from these 6 subjects suggests, therefore, that 
the renal threshold for ascorbic acid is relatively stable in the 
normal adult from year to year, and, within the limits of this 
experiment, at various levels of intake. 

SUMMARY 

A modified method for estimating the renal threshold for 
ascorbic acid based on the comparison of means and standard 
deviations for urinary excretions at various plasma ascorbic 
acid levels is presented. This method is simpler and appears 
to have a wider usefulness than that previously reported from 
this laboratory. 

The renal thresholds for 12 normal adults, as estimated by 
this method, were between 1.0 and 1.3 mg %. 

Further evidence is presented that the renal threshold for 
ascorbic acid is relatively stable from year to year. 
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PLASMA LEVELS AND URINARY EXCRETION OF 
ASCORBIC ACID IN WOMEN DURING THE 
MENSTRUAL CYCLE 1 

HAZEL M. HATJCK 

New Yorlc State College of Some Economics , and School of Nutrition, 
Cornell University , Ithaca, New York 

(Beceivecl for publication November 27, 1946) 


Variations in the urinary excretion of ascorbic acid 
(Fernandes, ’39; Pillay, ’40; Mickelson et al., ’43; Hartzler, 
’45) and in fasting plasma ascorbic acid values (Mickelson et 
al., ’43) in relation to the menstrual cycle, have been reported, 
but these reports are not in agreement. Fernandez (’39) ob- 
served ‘ ‘ inconceivably high values ’ ’ for dye reduction by urine 
just before menstruation, whereas Hartzler noted low values 
for urinary excretion of ascorbic acid just before and/or during 
the early part of the menstrual period. Pillay ( ’40) found the 
lowest excretion of ascorbic acid after a test dose at the mid- 
point of the menstrual cycle, whereas Mickelson et al. (’43) 
found “a sharp increase in the fasting level of plasma vitamin 
C” in some women during the middle of the menstrual 
cycle, with some increase in vitamin C excretion on the days 
corresponding to this peak. 

Some day-to-day variations occur in fasting plasma levels 
and urinary excretion of vitamin C even on a constant diet. Of 
the investigations mentioned, however, only 2 were during 
controlled vitamin C intake, namely that of Hartzler ( ’45 ) in 
which the variations with menstruation were noted in 1 series 

1 Most of the vitamin C determinations were made by Clara A. Storvick, Ann 
C. Moore, Alice Kline, Margaret Delaney and Estelle Haines in connection with 
Purnell projects directed by the author. 
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of experiments but not in another, and that of Miekelson et al. 
( ’43) in which 1 of 8 subjects was kept on a constant vitamin C 
intake throughout 1 menstrual cycle. 

Since, in the course of our studies on vitamin C metabolism, 
a number of women subjects have been maintained on a con- 
stant level of vitamin 0 intake for periods of 4 and 6 weeks, 
the data obtained on fasting plasma values and urinary 
excretion of vitamin C were examined to see if any relation 
to the menstrual cycle could be noted. 

EXPERIMENTAL 

Ten women subjects served during experimental periods of 
4 or 6 weeks, i.e., enough to include 1 menstrual cycle. In all, 
data were available for 30 menstrual periods. In 10 instances 
2 menstrual periods occurred in the course of an experiment, 
so that the urinary excretion and the plasma ascorbic acid 
values could be noted for the midpoint of the cycle. 

Details as to the experimental procedures and diet are 
reported elsewhere (Belser, Hauck and Storvick, ’39; Storviek 
and Hauck, ’42; Haines et ah, ’47). The results are presented 
in table 1. When a menstrual period occurred at the beginning 
or end of an experiment, values for those days during the pre- 
saturation or resaturation periods were not included, i.e., all 
values shown in table 1 are for days or periods on the con- 
stant level of intake stated. 

Since all of the experiments began with a period of high 
intake of ascorbic acid to assure saturation, there was some 
downward trend in urinary excretion and plasma ascorbic 
acid values for all subsequent intakes. The week of the ex- 
periment during which the menstrual period occurred is indi- 
cated since, in general, weekly means for the early part of the 
experiment were above the general mean, whereas those 
toward the end of the experiment were below it. Most in- 
stances in which the values related to the menstrual period 
differed from the mean by more than the standard deviation 
occurred toward the beginning or end of the experiment, and 
this circumstance, rather than the associated menstrual period, 
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TABLE 1 

Plasma values and urinary excretion of ascorbic acid in relation to the 
menstrual period. 
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33 

3 
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21 

20 
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0.4 

A 31. 

70 

3 

24 ± 6 

20 

21 

22 

18 

4 

0.9 ± 0.1 

0.8 


70 

6 

24 ± 6 

18 

26 

23 6 






53 

4 

.19 ± 3 

18 

18 

18 

20 

2 

0.8 ± 0.2 

0.9 

e.s. 

210 

3 

154 ± IS 

148 

140 

146 






135 

1 

82 ± 10 

90 

97 

85 






110 

1 

59 ± 10 

68 

64 

62 






100 

3 

49 ± 20 

30 

31 

35 






65 

2 

29 ± 8 

26 

29 

26 





K.J. 

210 

2 

164 ± 14 

153 

171 

162 






85 

1 

45 ± 10 

75 

64 

59 

37 

2 

1.2 ± 0.1 

1.1 


85 

4 

45 ± 10 

35 

40 

5 






75 

3 

38 =t 11 

44 

35 

38 





H.H. 

210 

3 

163 ± 13 

165 

144 

160 






135 

2 

87 ± 11 

93 

7 

96 7 8 






110 

3 

65 ± 12 

70 

61 

64 






100 

1 

58 ± 13 

162 

110 

90 

50 

2 

0.8 ± 0.1 

0.6 


100 

4 

58 ± 13 

58 

52 

5 






60 

2 

26 ± 11 

26 

30 

25 





J.S. 

210 

1 

158 ± 14 

226 

175 

184 

154 

' 2 

1.3 ± 0.1 

1.3 


210 

4 

158 ± 14 

164 

151 

149 






60 

1 

26 ± 9 

8 

170 

89 

30 

2 

1.0 + 0.1 

1.0 


60 

4 

26 ± 9 

21 

21 

20 6 






1 Week of experiment in which menstrual period started. 

2 Values for first 2 days of experimental period omitted in calculating the general 
mean. 

3 Value for mid-point of menstrual cycle. 

4 Week of experiment in which mid-point of menstrual cycle occurred. 

5 One day only on constant intake. 

6 Two days only on constant intake. 

7 Value not obtained on first day of menstrual period. 

8 During presaturation period. 

Values which differ from the mean value for the period by more than the standard 
deviation have been italicized. 
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might account for the deviation from the mean value for the 
period. Note, for example, that of 30 urinary excretion values, 
obtained on the day before a menstrual period only 4 differed 
from the mean value by more than the standard deviation. 
The 3 instances in which the differences were positive, all 
occurred during the first week of the experiment, whereas the 
1 instance in which the difference was negative occurred in the 
last week of the experiment. Similarly, few marked varia- 
tions from the means were noted among urinary excretion 
values for the first day or for the entire menstrual period. 
In most of these instances, the downward trend in urinary 
excretion values for vitamin C, rather than menstruation, 
might account for the unusual values. 

Of 10 plasma ascorbic acid values obtained at the mid- 
menstrual period for 8 women, only 1 differed from the mean 
for the experiment by more than the standard deviation. In no 
instance was there an unusual ascorbic acid excretion at the 
mid-menstrual period. 

Not only were unusual variations in urinary excretion of as- 
corbic acid at the menstrual period the exception rather than 
the rule, but such unusual variations as were noted were not 
consistently in 1 direction. Equally great variations, both 
positive and negative, have been noted in excretion values for 
our male subjects. 

SUMMARY 

In IQ women subjects whose ascorbic acid metabolism was 
studied for a total of 23 periods of from 4 to 6 weeks duration, 
during which 30 menstrual periods occurred, no evidence was 
found of unusual variability in either urinary excretion of 
ascorbic acid or fasting plasma ascorbic acid values assoc- 
iated with the menstrual cycle. 
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The theory that “avidin” (Eakin et al., ’40, ’41) or “anti- 
biotin” (Woolley and Longsworth, ’42) of raw egg-white 
combines with biotin in the digestive tract making biotin 
unavailable for absorption and resulting in an induced defi- 
ciency (Parsons et ah, ’40; Gvorgy et al., ’41) is now well 
accepted. Du Vigneaud et al. (’42) have suggested that the 
urea grouping of biotin is essential for the combination of 
biotin with avidin. The present study was initiated in an at- 
tempt to obtain additional evidence on the biotin-avidin 
interrelationship in the digestive tract by means of biotin 
balances. The experimental data were obtained during the 
years 1940-1942 but because of unforseen circumstances pub- 
lication has been delayed until the present time. 

EXPERIMENTAL 

The fate of the biotin in the presence and absence of egg- 
white was studied in young rats during induced deficiency and 
recovery periods, and in adult rats on rations with and without 
egg-white and a rich source of biotin. 

1 Published with the approval of the Director of the Wisconsin Agricultural 
Experiment Station. 

This work was supported in part by a grant from the Wisconsin Alumni Re- 
search Foundation. 
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Rations 

Rations containing either raw or thoroughly cooked dried 
egg-white were used in this study. Table 1 shows the levels 
at which the egg-white was included in the various rations. 
In 1 series (lots I, II, III, VII, VIII and IX), the other ingre- 
dients were (Osborne and Mendel, ’19) salt mixture 4%, dried 
yeast 5%, wheat germ (or rice polishings) 10%, lard 5%, 
sugar (or starch) to make 100%. In another series (lots IV, 
V, VI, XI and XII) cooked pork kidney replaced the yeast, 
lard and wheat germ (or rice polishings) and the sugar or 
starch was adjusted accordingly. A third kind of ration 
(stock) consisting of casein 5%, dried yeast 3%, wheat germ 
2.5%, yellow corn 50%, oil meal 11%, alfalfa meal 1.5%, 
butterfat 5%, cod liver oil 2.5%, CaHP0 4 -2H 2 0, 1%, NaCl 
0.5%, and dried milk 18% was fed to lots X and XIII. 

Animals 

Albino rats were prepared for the experiment bv placing 
them at weaning time on a ration containing 20% dried 
raw egg-white. When they had regained their weaning weight, 
the amount of raw egg-white in the diet Avas increased to 40% 
and finally to 66%. Moderate to severe biotin deficiency 
manifestations appeared in about 50 days. The manifestations 
of the induced biotin deficiency on these rations have been 
described (Parsons, ’31; Parsons et ah, ’37). Inasmuch as the 
deficiency was induced in rats on rations containing 20% of 
egg-white as well as on 66%, the higher protein concentration 
presents no important complication in an interpretation of 
the results. At this time, the animals were placed in metab- 
olism cages and urine and feces collections were made over a 
4-day period (lot I, table 1). To study further the biotin 
balance during the deficiency period, the rats were then divided 
at random into 3 groups. One group was continued on 66% 
raw egg-white, a second Avas placed on 30% raw dried egg- 
white (lot II) and the third was fed 30% cooked dried egg- 
white (lot III). After 15 to 25 days had elapsed, urine and 
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feces were collected from lots II and III. Following- this, some 
of the animals of the 3 groups just mentioned were chosen 
at random, and cooked dried pork kidney, an excellent, 
natural source of biotin, 2 was incorporated in their ration at 
a level of 25%. These groups are designated as lots IV, V 
and VT, and were taken from lots I, II and III, respectively. 
Collections were made of the elimination products after a 7- 
to 10-day adjustment period. 

It was thought that a group of adult animals with similar 
nutritional histories on egg-white rations would be valuable in 
showing the effect of high levels of egg-white in the diet on 
the fecal output even though urinary studies could not be 
included. Such a group of rats which had been kept on a 20% 
raw egg-white ration and which had reached a fairly constant 
level of biotin elimination was divided into 3 groups. One 
group was continued on the 20% raw dried egg-white ration 
(lot VII), the second group was placed on a ration containing 
66% raw dried egg-white (lot VIII) and the third on 66% 
cooked dried egg-white (lot IX). 

Adult rats on the stock ration (lot X) were used to indicate 
the biotin balance of animals on an egg- white-free ration. 

In an attempt to find the response of normal rats to the 
presence of egg-white and biotin in the ration, 2 of the rats 
from lot X were placed on a ration containing 30% raw 
dried egg-white and 25% cooked pork kidney (lot XI), and 2 
were fed a ration containing 30% cooked dried egg-white 
plus 25% cooked dried pork kidney (lot XII). 

The biotin balances of the stock rats and of the rats on the 
various egg-white rations are summarized in table 1. 

On completion of the collections of urine and feces, the 
animals were killed. The livers and kidneys were removed 
and analyzed to determine if the biotin content of these organs 
bore any relationship to biotin intake or output. The contents 
of the digestive tract — the stomach, small intestine, cecum, 

2 Pure biotin would have been preferable for this purpose, but, unfortunately, 
at the time the work was done (1940-1941) adequate supplies of crystalline 
material were not available. 
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and large intestine — were also assayed for biotin. Such 
results might give some indication of the site of avidin-biotin 
fixation, and provide evidence for or against biotin synthesis 
in the digestive tract with the possible location of that syn- 
thesis. Only 3 of the animals in each of lots VII and VII'I 
were used for this part of the experiment. These animals 
form lots Vila and Villa given in table 2. Lot Via is made 
up of the animals in lot VI, table 1, and 1 additional rat of 
the same nutritional history. Lot XIII was composed of a 
group of adult rats on the stock ration. This was a separate 
group from lot X. 

Assays 

Urine and feces were collected separately, daily. The feces 
were dried at room temperature ; the urine was preserved with 
toluene and chloroform and kept in the refrigerator. At the 
end of the 4-dav period, composite samples were made. 

Biotin was determined by the microbiological assays of 
Lampen et al. (’41) and of Snell et al. (’40). All biotin 
values are based on at least 3 levels of assay in which results 
agreed within 10%. 

As biotin in urine is present in water-soluble form no 
further treatment of the urine samples was required. Feces, 
liver and kidney, and contents of the digestive tract, however, 
contain bound biotin and this w T as liberated by acid hydrolysis. 
One gm of the dry substance was suspended in 40 ml of 
2 N H 2 S0 4 , autoclaved for 2 hours at 15 lbs. pressure, cooled, 
neutralized with NaOH, filtered, and made up to 50 ml. If not 
assayed immediately, the hydrolyzed samples were preserved 
with toluene and chloroform and stored in the cold room until 
assayed. 

RESULTS AND DISCUSSION 
Biotin balances of rats on stock ration 

Normal adult rats on the stock ration (table 1, lot X) elimi- 
nated from 0.7 to 2.0 gg (average 1.1 Mg) of biotin daily in 
the feces while the output in the urine ranged from 0.6 to 1.0 |ig 
(average 0.8 Mg') ■ Thus there was an approximately equal 
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distribution of the total biotin output between feces and 
urine. 

Biotin balances of rats on egg-white and 
biotin-rich rations 

According to the hypothesis that avidin fixes biotin in an 
unabsorbable combination, it would be expected that increas- 
ing the amount of raw egg-white in the ration would increase 
the biotin in the feces. The averages are in general agreement 
with this hypothesis. The biotin content of the feces from 
lots fed raw egg-white averaged 139% of the ingested 
biotin while the urine contained only 19%. Corresponding 
figures for lots fed cooked egg-white were 75% and 28%, 
respectively. The distribution in the latter group resembles 
that found in the stock ration group. 

At the high levels of biotin in the ration, its fixation by 
avidin is especially apparent. The average fecal biotin on 
the raw egg-white rations containing cooked kidney exceeded 
by 3- to 5-fold the corresponding average biotin elimination on 
rations containing egg-white without kidney (lots I and IV ; 
II and V). Likewise, the fecal biotin output was 2 to 3 times as 
much on the raw egg-white ration with pork kidney as on the 
cooked egg-white and pork kidney rations (lots V and VI; 
XI and XII). These data support the view that the avidin 
of thoroughly cooked egg-white does not retain its biotin- 
binding property. 

The response of adult stock rats (lot X) to egg-white and 
high levels of biotin (lots XI and XII) was very mai’ked. 
Both the urinary and fecal biotin eliminations were increased. 
"With raw egg-white in the ration, the fecal biotin was 10-fold 
that on the stock ration, while a 4-fold increase occurred on 
the ration containing cooked egg-white. 

There is clear evidence that biotin from some non-dietary 
source was eliminated in the feces of rats on egg-white rations. 
It will be noted (table 1) that the ratio of total daily biotin 
output to intake on most of the egg-white rations exceeded 
1, and that 60 to 95% of the output was present in the feces. 
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The biotin in the urines, in contrast, represented only 5 to 40% 
of the daily biotin intake. The probable explanation is a syn- 
thesis of biotin somewhere in the digestive tract. The bacteria 
native to the intestinal tract are known to synthesize biotin 
(Landy et al., ’42; Thompson, ’42; Burkholder and McVeigh, 
’42). Direct evidence has also been reported to show that bio- 
tin synthesis occurs in animals (McElroy and Jukes, ’40; 
Wegner et al., ’41 ; Nielsen et al., ’42; Mitchell and Isbell, ’42) 
and in human subjects (Gardner et al., ’43, ’45, ’46; Oppel, 
’42; Parsons et al., ’42). 

An indication of the site of the biotin synthesis is given by 
the amount of biotin found in the contents of the stomach, 
small intestine, cecum and large intestine. From table 2, it 
is evident that the biotin concentration in the cecum and large 
intestine was strikingly greater than that in the stomach 
and small intestine. This increase was as much as 3- to 20-fold 
with respect to the rats on the egg-white rations. The cecum 
and large intestine of stock rats contained 2.0 Mg and 2.3 gg 
per gm of dry matter, respectively, as compared with 1.0 and 
0.9 pg in the stomach and small intestine. Based on the total 
contents (see footnote 1, table 2) one-third of the total biotin 
in the tract was found in the cecum and large intestine. Like- 
wise with egg-white in the ration, from 88-98% of the total 
biotin was present in the contents of these 2 sections. 

The presence of large amounts of biotin in the ceea suggests 
biotin synthesis at this point in the digestive tracts. Mitchell 
and Isbell ( ’42) have presented data which show that intes- 
tinal flora in the cecum may contribute largely to the rat’s 
supply of several of the B-vitamins and indicate that these 
vitamins are absorbed by the body tissues. 

Another possible source of non-dietary fecal biotin is the 
withdrawal and elimination of body stores of biotin. From 
the standpoint of the biotin concentration in the livers and 
kidneys (table 2) there is obviously no evidence of with- 
drawal of body stores due to high levels of raw egg-white. 
The excess of biotin output over intake for long periods of 
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time is too great to assume that it could have originated from 
body stores. 

The data in table 2 also give some indication of the com- 
parative absorbability of biotin and the other constituents 
of the ration. As would be expected if the biotin-avidin com- 
plex is unavailable, an increase was found in the biotin con- 
centration of the contents of the small intestine over the 
contents of the stomach and over that of the ration. This is 
particularly evident on raw egg-white rations containing 
cooked pork kidney (lots IV and V). The data indicate that 
part of the ingredients of the ration was absorbed from the 
small intestine faster than was the biotin ; especially was this 
true where large amounts of biotin were present in a pre- 
sumably unabsorbable form. Since synthesis of the B-vitamins 
is believed to occur in the digestive tract at some place beyond 
the small intestine, this increase in the small intestine is prob- 
ably not accounted for by biotin synthesis. 

SUMMARY 

Evidence is presented that biotin from some non-dietary 
source was eliminated in the feces of rats on rations containing 
raw egg-white. The excess biotin in the urine and feces over 
that contained in the ration ingested ranged from 0.6 ng to 
9.4 |jg per day. The excess biotin presumably originated from 
synthesis of biotin by intestinal microorganisms rather than 
from the withdrawal of biotin stores in the liver, kidney or 
other body tissues. The main site of synthesis in the digestive 
tract appeared to be the cecum and large intestine. 

Of the total biotin eliminated from 5 to 40% was found in 
‘ the urine and from 60 to 95% was present in the feces. 

The fixation of biotin by avidin was more apparent at the 
higher levels of biotin in the ration. 
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Studies of the human requirement for ascorbic acid have 
been made with adults and with children up to 12 years of age. 
As far as we have been able to ascertain, the requirements of 
adolescents have not been determined experimentally. This 
study was undertaken to provide some quantitative data for 
the estimation of the ascorbic acid need of children during 
early adolescence. 

Children living’ at the Children’s Farm Home, Corvallis, 
Oregon, served as subjects. These children, about 160 in 
number and ranging in age from 5 to 18 years, are housed in 
8 cottages at the Children’s Farm Home. Boys and girls live 
at separate cottages, except at the “health cottage,” where 
a registered nurse resides, and which houses convalescents 
and children requiring special care. In order to simulate 
family life, children of different ages live in each cottage, and 
each cottage has its own cook and house-mother. All food is 
supplied through a central commissary, but its use depends 
upon the choices of the cooks. 

1 Published as Technical Paper 498 with the approval of the Director of the 
Oregon Agricultural Experiment Station and the Chief of the Bureau of Human 
Nutrition and Home Economics, TJ.S. Dept, of Agriculture. Contribution of the 
School of Home Economics of Oregon State College, the Oregon Home Economics 
Experiment Station and the Bureau of Human Nutrition and Home Economics, 
IT. S. Dept, of Agriculture, Washington, D. C. 
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A survey of the plasma ascorbic acid values of 81 children 
between the ages of 11 and 18 was made. Bight of these 
children, aged 12 to 14 years, also served as subjects in an 
experimental study. Three levels of ascorbic acid intake were 
tested for 1 week each with all subjects. One of the main pur- 
poses of the experiment was to study the effect on the plasma 
ascorbic acid concentration of the daily allowance of ascorbic 
acid which has been recommended by the National Research 
Council (’45). 

SURVEY OP PLASMA ASCORBIC ACID VALUES 
OP ADOLESCENTS 

Throughout the entire study the determination of reduced 
ascorbic acid in plasma was made by the micro-method of 
Farmer and Abt (’36), using samples of blood obtained by 
fingerprick. During the survey, the blood samples were ob- 
tained either before breakfast or just before lunch if the 


TABLE 1 

A summary of the plasma ascorbic acid determination on adolescents at the 
Children* s Farm Home. 


AGE 

NUMBER OF 

children 

MEAN 

AVERAGE 

DEVIATION 

RANGE 



mg % 

mg % 

mg % 

11 

10 

0.60 

0.15 

0 . 31 - 0.97 

12 

19 

0.53 

0.22 

0 . 17 - 0.95 

13 

21 

0.62 

0.20 

0 . 08 - 1.14 

14 

18 

0.56 

0.16 

0 . 06 - 1.07 

15 

6 

0.43 

0.13 

0 . 26 - 0.61 

16 

4 

0.62 

0.14 

0 . 51 - 0.90 

17 

3 

0.72 

0.15 

0 . 50 - 0.84 


breakfast had contained no fruit. Values for plasma ascorbic 
acid were obtained from 43 boys and 38 girls between the 
ages of 11 and 18. The results in terms of mean, average devia- 
tion, and range are summarized for each age in table 1. 

The Committee on Vitamins of the American Academy of 
Pediatrics, headed by Allan M. Butler (’40), reports that a 
plasma ascorbic acid value of 0.60 mg % may be regarded 
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as adequate. Seventy-one per cent (27) of the plasma levels 
of the girls and 42% (18) of those of the boys of the Children’s 
Farm House fell below this level. The mean plasma value for 
the entire group tested, however, was 0.56 mg % , which very 
nearly meets this standard. 

EXPERIMENTAL STUDY 

The experimental study was designed to compare the daily 
values for ascorbic acid in the plasma of adolescents when on 
their usual diet, when saturated with ascorbic acid, and when 
receiving the daily allowance of ascorbic acid which has been 
recommended by the National Research Council (’45). A 
description of the subjects is included in table 2. The girls 


TABLE 2 

Description of experimental subjects. 


SUBJECT 

AGE 

HEIGHT 

MEAN WEIGHT 
DURING STUDY 


years 

months 

inches 

lbs. 

Raymond 

13 

5 

62.0 

98 

James 

12 

11 

64.0 

95 

Jack 

12 

4 

60.0 

86 

Jim 

12 

4 

61.5 

82 

Jo 

14 

6 

64.0 

134 

Stasia 

13 

9 

65.5 

101 

Betty Lou 

13 

8 

64.5 

110 

Sharon 

12 

3 

62.0 

107 


lived at one cottage, and the boys lived at another. All of the 
children were apparently healthy, and examination of their 
medical records showed no evidence of abnormalities. 

All of the foods which the subjects ate were weighed and 
recorded during a period of 3 weeks for each group. Samples 
of foods which might be presumed to contain ascorbic acid, 
were analyzed 2 after each meal by the method of Loeffler and 
Ponting (’42). Throughout the experimental study, blood 
samples were taken daily before breakfast. 

3 Details of the experimental methods and procedures, as well as complete tables 
of the results of food analyses, will be available as a technical bulletin published 
by the Oregon Agricultural Experiment Station. 
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Each experimental period of 3 weeks was divided into 3 
parts. During the first week, the children ate the regular 
diet which was served in their cottage, the second week served 
as a saturation period, and during the third week, each child 
received the total amount of ascorbic acid recommended for 
his age and sex by the National Research Council (’45). 

During the week on their regular diet, the first serving 
of each food was usually the same for each child, and if quan- 
tity permitted, it was a “standard” serving. During this week 
the children were allowed to have second servings of any food 
which they requested, as long as the supply lasted. Ascorbic 
acid intake varied, as did the intake of all other constituents 
during this week, according to the inclination of each child. 
In this way the effect of the diet, as usually served and eaten, 
on the ascorbic acid in the blood plasma, could be observed. 

The second week served as a saturation period. In addition 
to the regular diet, from which significant sources of ascorbic 
acid were removed and replaced by foods of low ascorbic acid 
content, the children received a supplement of 200 mg of pure 
ascorbic acid 8 just before breakfast. 

During the third week the ascorbic acid allowed from food 
was limited to 20 mg per day. Pure ascorbic acid was given 
before breakfast, as the saturation supplement had been, in 
order to bring the total daily intake to the amount recom- 
mended by the National Research Council (’45). The girls 
received a total of 80 mg of ascorbic acid daily : 20 mg from 
food and 60 mg as crystalline ascorbic acid dissolved in re- 
distilled water. Using the age groupings of the National 
Research Council (’45), the boys fell into different groups. 
The fraternal twins, Jack and Jim, who had recently passed 
their twelfth birthday, received 55 mg of ascorbic acid plus 
20 mg in food making their total daily intake 75 mg. The 
older boys, James (12 years and 11 months old) and Raymond 
(13 years, 5 months) received a supplement of 70 mg of the 
crystalline ascorbic acid or a total daily intake of 90 mg. 

* Acknowledgment is made to Merck and Company, Inc., for a generous supply 
of crystalline ascorbic acid. 
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Although all foods were weighed, the children were allowed 
to eat, ad libitum, bread, butter, meat, and other foods which 
contained no ascorbic acid. 

Between-meal eating presented some problems. The girls 
were accustomed to receiving some food after school so they 
were provided with extra food in the afternoon. The director 
of the boys’ cottage, however, did not permit between-meal 
eating, so no after-school lunch was provided for them. The 
investigators felt that they had the complete cooperation of 
the subjects during the course of the experiment. 

RESULTS OF EXPERIMENTAL STUDY 

Table 3 presents the results of daily fasting plasma ascorbic 
acid determinations, and the corresponding daily intakes of 
each child during the study. Since no effort was made to change 
the diet of the children during the first period, the means for 
the entire period are reported, with the average deviations 
from the mean, as well as the range of values obtained during 
the period. The first 2 days were omitted from the calculation 
of means for the saturation periods and of the period when 
the recommended allowance of the National Research Council 
(’45) was given, to eliminate the effect of the previous level 
of intake. Average deviations from the means for the last 
5 days of these 2 periods as well as the range of values are 
reported with the means for each subject. 

The first period of observation with the boys showed them 
to be receiving a mean daily ascorbic acid intake of 61 mg, 
and maintaining blood plasma levels well within the range of 
adequacy, according to Butler (’40). Daily variations were 
rather marked throughout the study for most of the boys. 
James, however, varied little from day to day except during 
the saturation week. In spite of the daily variation, some 
general trends are apparent. There was a slight but definite 
increase in blood plasma ascorbic acid during the saturation 
period for each boy, without exception. The plasma levels of 
all of the boys dropped immediately with the lowered intake 
of ascorbic acid on the fifteenth day, and except for the daily 


IjAST 5 BAYS OF N.R.C. 

SATURATION WEEK RECOMMENDED ALLOWANCE 
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variations, they remained at levels lower than their saturation 
levels, varying around 0.9 mg %. 

During the third period when the subjects were in 2 age 
groupings, no difference was observed between the plasma 
levels for the 13-year-old boys receiving 90 mg per day and 
the 12-year-old boys receiving 75 mg per day. 

The outstanding feature of this period is the peak reached 
by Raymond on the fourteenth day. He had been found to 
have a fever of 102|°F. after supper on the twelfth day. He 
was given 2 tablets of aspirin and 1 tablespoon of citro- 
carbonate by the house-mother, and he did not report for a 
blood sample the next morning. He remained in bed with a 
slight fever during that day, although he was kept as a subject. 
The next morning his plasma level had reached 1.81 mg %. 
Raymond had no fever during that day, and the following 
morning his plasma level was still much higher than that of 
the other children, namely, 1.54 mg %. 

The possibility that the ingested aspirin or citro-carbonate 
might have caused the rise in Raymond’s plasma value was 
considered. However, no increase in the concentration of 
ascorbic acid was noted in normal subjects at the end of 4, 
24, 28 and 48 hours after the administration of aspirin and, 
later, in a similar study after the administration of citro- 
carbonate. The rise in Raymond’s plasma, therefore, remains 
unexplained. 

The 4 girls (table 3) started the study with a mean dietary 
intake of 44 mg of ascorbic acid per day. Their plasma levels 
seemed to be grouped into 2 pairs: Jo and Stasia showed 
plasma levels markedly above those of Betty Lou and Sharon. 
The variations in intake and in plasma ascorbic acid were 
small from day to day. After the beginning of the saturation 
period the increases in plasma ascorbic acid of all the girls 
were abrupt and of about the same degree. When apparent 
saturation levels had been attained, daily variations for all 
of the subjects were marked. This confirms the observations 
of Storvick and Hauck (’42), who reported ivider variations 
in daily plasma values on high intakes than on low intakes 
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of ascorbic acid. Variations were especially marked for Jo, 
who claimed to have been ill 4 on the eleventh and twelfth days 
of the study. 

Data for the first 2 days of the 80 mg period showed the 
same variation and heights as those during the saturation 
period, but for the last 5 days, variations were less marked. 
Sharon “leveled off” at about 0.9mg%, which seems to be 
about 0.1 mg % lower than her saturation level. Stasia showed 
the greatest daily variation during the third period, with 
values ranging from 0.94 to 0.74 mg % during the last 5 days. 
Betty Lou dropped steadily from a near-peak of 1.35 to 
1.13 mg %, a value lower than any since the beginning of her 
saturation values. Jo was the only one of the 4 girls whose 
data showed a definite upward climb after the first drop on 
the 80 mg level. 

It will be observed that while the boys’ intake for the first 
period is higher than the girls’, there is an even greater dif- 
ference in their plasma levels. This may be due in part to the 
difference in developmental age between the 2 groups, or the 
low values for the girls may reflect subsistence on a diet 
lower in ascorbic acid for a considerable time before the study 
began. 

Peak values during saturation were about the same for 
both groups, but the boys attained their peaks somewhat be- 
fore the gilds, and their values dropped more abruptly when 
the intake was reduced. 

While it would have been interesting to know whether the 
children, and especially Betty Lou, could maintain for pro- 
longed periods these high plasma levels on the intake recom- 
mended by the National Research Council (’45), the results 
for this week suggest that their plasma values would be main- 
tained above the level of adequacy according to Butler (’40). 

DISCUSSION 

In attempting to evaluate the results of this study, the find- 
ings of other research workers need to be reviewed. Investi- 

4 This subject was somewhat unstable. The nurse reported no evidence of illness. 
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gators have used various approaches to the problem of 
determining the ascorbic acid requirement of man. Some of 
the studies are based on plasma ascorbic acid levels, others on 
urinary excretion levels, and still others combine and compare 
the two. In order to study requirement, the daily intake of 
ascorbic acid must be known. 

Some investigators have questioned the existence of any 
relationship between ascorbic acid requirement and body 
weight (Hathaway and Meyer, ’41; Ralli et ah, ’39). Never- 
theless, many workers have reported their results in milli- 
grams per kilogram of body weight. Of 30 adults whose re- 
quirements for tissue saturation were studied by Belser, 
Hauck and Storvick ( ’39) ; Ralli, Friedman and Sherry ( ’39) ; 
Todhunter and Robbins (’40); Storvick and Hauck ( ’42) ;■ 
Fincke and Landquist ( ’42) ; and Kline and Eheart (’44), the 
estimated requirements of 24 fell between 1.3 and 1.8 mg per 
kg. Bryan et al. ( ’41) concluded on the basis of a survey that 
there is a close relationship between ascorbic acid intake per 
kg of body weight and fasting plasma ascorbic acid values. 
In their experiment, intakes of 1.7 to 1.9 mg per kg resulted in 
high fasting plasma ascorbic acid values, typical of tissue 
saturation. Fincke and Landquist (’42) found that ascorbic 
acid intakes of 0.8 to 1.2 mg per kg were necessary to maintain 
fasting plasma ascorbic acid values of about 0.8 mg % in 4 
adult subjects, and Dodds and MacLeod. ( ’44) observed that 
1 mg per kg was adequate to cause a gradual increase in 
plasma values for 12 subjects who had been moderately de- 
pleted before being given increasing levels of ascorbic acid. 

The 31 mg intake found by Hathaway and Meyer (’41) to 
maintain tissue saturation in 4 preschool children, was 
equivalent to 1.5 to 1.8 mg per kg for these children. The 
5 children from 7 to 12 years of age studied by Roberts and 
Roberts (’42), required from 1.7 to 2.4 mg per kg to maintain 
tissue saturation. Thus, on the basis of body weight, require- 
ments for tissue saturation of these children and of adults 
do not appear to differ greatly, although individual variations 
are apparent. 
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In the present study, mean fasting plasma values of from 

0.9 to 1.2 mg % were maintained by the 4 adolescent girls 
on the allowance recommended by the National Research 
Council (’45), which was equivalent to 1.3 to 1.7 mg per kg. 
The National Research Council allowance, which was equiv- 
alent to 1.9 to 2.1 mg per kg for the 4 boys, maintained mean 
fasting plasma values from 0.8 to 1.0 mg % during the last 
5 days of the 1-week period on this intake (see table 3). For 
these young adolescents, the allowances of ascorbic acid 
recommended by the National Research Council ( ’45) resulted 
in fasting plasma ascorbic acid values below those individually 
attained when saturation doses were given, although for 1 
week these allowances were adequate to maintain plasma 
values which are associated with “good” stores of ascorbic 
acid. This first study on the ascorbic acid requirements of 
young adolescent boys and girls suggests that they may re- 
quire somewhat more ascorbic acid per kilogram of body 
weight to maintain tissue saturation than do younger children 
or adults. 

CONCLUSIONS 

1. The daily allowance of ascorbic acid recommended for 
adolescents by the National Research Council (’45), as tested 
during this study, resulted for each subject in plasma values 
below those attained during the saturation period, but well 
above those considered adequate by Butler (’40). It would 
probably be advisable during the strain of adolescent growth 
to maintain all children near saturation, and since the recom- 
mended allowance accomplishes this in these subjects, diets 
may well be planned to include this amount for every child. 

2. A mean plasma ascorbic acid concentration of 0.56 mg % 
was obtained from the survey of 81 children between 11 and 
18 years of age residing at the Children’s Farm Home. This 
value is about that (0.60 mg %) considered adequate by 
Butler. 
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ONE FIGURE 

(Received for publication January 6, 1947) 

111 the course of ail investigation of the influence of essential 
fatty acids on various fat fractions of the albino rat, data were 
obtained on the composition of the experimental animals in 
terms of total lipid, non-lipid solids, and water content. These 
finding's augment the limited data in the literature, particu- 
larly with regard to the comparative fat storage of male and 
female animals. 

Boycott and Damant ( ’08) in a study of the fat content of 
male and female rats, guinea pigs, and mice stated that females 
tend to have a higher fat content. For rats, 41 males and 42 
females raised on the ordinary laboratory diet, the detailed 
composition of which is not given, they obtained average 
values for the total fatty acids of 4.4 and 5.6%, respectively. 

1 Taken from a thesis presented to the Graduate Faculty of the University of 
Minnesota (1940) in partial fulfillment of the requirements for the degree of 
Doctor of Philosophy. 

Rockefeller Foundation Fellow; present address, Kabat-Kaiser Institute, 2633 
16th St., N.W., Washington 9, D.C. 

3 Present address, Experiment Station, Hawaiian Sugar Planters’ Association, 
Honolulu 4, Hawaii, U.S.A. 
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Baehmann and coworkers (’38), reporting on the body con- 
stituents of albino rats on sugar diets, found no appreciable 
difference in fat content of males and females. 

The data presented below constitute evidence for a sex dif- 
ference in fat storage only when a specific dietary regimen 
is employed. 

EXPERIMENTAL 

At weaning time albino rats were given diet 551-B contain- 
ing 84% sucrose, 12% crude casein, 4% salts, 4 and the neces- 
sary supplements which included 0.7 gm of dehydrated yeast 5 
daily and adequate amounts of vitamin D, 6 carotene, and vita- 
min E (concentrate from wheat germ oil). This diet was 
continued for 4 weeks in order to deplete the fat reserves. 
During the following 8 weeks, which comprised the experi- 
mental period, the animals (litter mates) were placed on diets 
560-B (60% sucrose, 20% lard, 15% casein, 5% salts 4 ), 550-B 
(84% sucrose, 12% casein, 4% salts 4 ), and diet 580-B which 
contained 71.7% hydrogenated coconut oil %22.9% casein, and 
6% salts. 4 In these diets purified casein was employed and 
constituted 12.5% of the total calories in each case. Six 
groups of rats were used, 3 male and 3 female, and each group 
contained 8 individuals. At the end of the experimental period 
the males of the control group (560-B) attained an average 
weight of 200 gm and the females 170 gm. Rats receiving the 
low-fat diet (550-B) attained weights of 170 and 150 gm for 
males and females, respectively. Those consuming the high-fat. 
diet (580-B) attained weights of 108 and 104 gm for males and 
females, respectively. The growth curves are given in figure 1. 

A second series of experiments was performed on rats pre- 
pared in the same way. For this purpose 6 males and 6 females 
were placed on diet 580-B, and 3 of each sex were maintained 
on diets 550-B and 560-B, respectively. Data were obtained 

4 Salt mixture 185 (McCollum and Simmonds, ’18). 

5 Northwestern. 

4 Viosterol. 

7 Iodine value, 0.22. We are indebted to the research laboratories of Proctor and 
Gamble for this material. 
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oil food and water consumption and fecal fat excretion, and 
the method for determining body fat was modified as described 
below. Since a different method of analysis was employed 
in this series, the data are reported separately in the tables, 
this phase of the investigation being designated as Series II 
and the one mentioned above as Series I. 

At the end of the experimental period (the fifteenth week 
of life) the rats of Series I were killed by etherization after 



Fig. 1 Growth curves. Zero time represents the beginning of the eighth week 
of life. The first 3 weeks constitute the weaning period and the subsequent 4 weeks 
the period of fat depletion. 


a 24-hour fast. The large intestine was discarded and the 
stomach and intestinal contents washed out with normal saline. 
The extraction followed, essentially, the procedure employed 
by Bloor (’26) in the extraction of beef heart muscle. The 
whole animal was comminuted in a meat chopper with fine 
cutter and dehydrated with 3 volumes of aldehyde-free alcohol 
(Dunlap, ’06) for 1 to 2 hours. This aqueous alcohol solution 
was then decanted through a fluted filter paper and conceit- 
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tirated tinder carbon dioxide with reduced pressure to ap- 
proximately 50 ml. It was then protected with carbon dioxide 
and set aside for petroleum ether extraction along with the 
main extract. The dehydrated tissue was extracted 3 times 
with 2 volume portions of boiling 95% alcohol under an 
atmosphere of carbon dioxide for 1, 1 and 0.5 hours, respec- 
tively. The combined extracts were concentrated under re- 
duced pressure, with a stream of carbon dioxide bubbling 
through the solution, to a volume of 75 ml. This concentrate 
along with the one mentioned above was diluted with water 
and extracted 3 times with redistilled petroleum ether (b.p. 
30-60° C.). The combined petroleum ether extracts were dried 
over anhydrous sodium sulfate overnight and filtered. The 
iodine number and total weight of the lipid were then deter- 
mined. Weanling rats, 3 per analysis, were also analyzed 
in the same manner for comparison with the values obtained 
after maintenance on the diets described above. 

After the extraction of lipid with hot alcohol the residual 
tissue was rinsed several times with small portions of anhy- 
drous ether and the latter added to the alcohol solution. The 
residue was dried in air overnight and weighed. Although the 
weight remained constant, drying the residue at 105°C. over- 
night resulted in a decrease in weight approximating 7%. The 
oven-dried weight was employed to calculate the percentage of 
non-lipid solids. Water content was determined by difference. 

In the second series of experiments the animals were treated 
as follows: After anesthetization the abdominal wall was 
opened and the blood withdrawn from the abdominal aorta for 
use in a study published elsewhere (Loeb, ’42). The rats were 
then wrapped in paraffin paper and stored at — 20°C. for 
approximately 2 months before analysis for carcass fat. The 
head, tail, and limbs were removed and the carcass digested 
for 4 hours in a 28% solution of potassium hydroxide made 
up with 50% alcohol. After cooling, the clear solution which 
contained a small quantity of insoluble material was carefully 
transferred through glass wool and made up to a known 
volume with 50% alcohol. The lipid content in terms of total 
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fatty acids plus unsaponifiable matter was determined in 
duplicate as follows: an aliquot portion was introduced into 
a large test tube and acidified with a hydrochloric acid solution 
of such strength as to leave the final alcohol concentration at 
33%, by volume. After cooling, petroleum ether was added 
and the mixture well agitated. Centrifugation for 5 to 8 min- 
utes gave a clean separation of layers and the petroleum ether 
layer was siphoned off. The extraction was repeated twice 


TABLE X 

Iodine numbers of total lipids from -whole animal (series I) 
and total fatty acids from carcass (series II). 


GROUP 


SERIES I 

SERIES II 

DIET 

No. of 
rats 

Mean 1 
iodine no. 

No. of 

rats 

Mean 2 
iodine no. • 

Weanling 






rats 


7 

67.4 ± .35 4 



560-B d 4 

20% lard 

8 

70.8 ± .62 

2 

76.9 ± .18 

560-B $ 


8 

68,9 ± .70 

3 

76.4 ± .18 

550-B'c? 

fat-free 

7 

61.6 ± .42 

3 

64.7 ± .30 

550-B 2 


7 

63.3 ± .45 

3 

65.0 ± .30 

580-B 

71% hydrog. 

8 

45.5 ± 1.91 

6 

38.9 ± .41 

580-B $ 

coconut oil 

8 

40.7 ± 1.27 

6 

39.0 ± .63 


1 Bosenmund-Kuhnhenn Method (’23). 

2 Wijs-Mercurie Acetate Method (Hoffman and Green, ’39). 

3 This figure refers to the number of samples ; 3 weanling rats per sample. 

S.D. 

standard error of the mean calculated from the formula ,^= where S.D. repre- 
sents the standard deviation, obtained from the expression in which 

x is the deviation from the mean. 

more and after removing the solvent from the combined ex- 
tracts the residue was dried in a vacuum oven at 60°C. for 
1 hour, cooled in a desiccator and weighed. All of the duplicates 
checked well within 1%. For the determination of iodine num- 
bers only the free fatty acids were used. Water was added to 
an aliquot portion of the original soap solution to reduce the 
alcohol concentration to 33%, by volume. The unsaponifiable 
fraction was extracted 3 times with petroleum ether and the 
remaining solution acidified and extracted as above. 
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Table 1 is a compilation of the mean iodine numbers of all 
the groups that were studied. Since different iodine number 
methods were employed in Series I and Series II, the 2 series 
are not strictly comparable to each other. However, the sex 
differences in unsaturation observed in Series I, if significant, 
are most likely due to the non-fatty acid portion of the total 
lipid. In Series II there is no suggestion of a sex difference 
in unsaturation of the total fatty acids of carcass. 

Table 2 includes the mean values for the total composition 
of individuals studied in Series I. When analyzed statistically 
only group 580-B showed a significant sex difference in the 
storage of fat. The probability that this finding was due to 
chance was 1 in 59 (P — 0.017, Treloar, ’42). There was no 
evidence of a sex difference in fat storage in groups 550-B and 
560-B. 

No difference in the percentage of non-lipid solids was 
observed between any of the groups regardless of sex or diet. 
Differences in water content due to sex could be shown sta- 
tistically for groups 550-B and 580-B, those individuals with 
the higher fat content having also a lower water content. How- 
ever, the probability was sufficiently close to the borderline for 
validity to warrant some reservation. 


TABLE 2 

Percentage cam-position of whole animals ('series I). 1 


GROUP 



SERIES I 




DTET No. of 

rats 

Mean 

body weight 

Water 

Non-lipid 

solids 

Total lipid 

Total lipid 



gm 

% 

% 


% 

gm, 

Weanling 







rats 

6 2 

127 A dr 2.93 

70.0 dr .81 

24.7 dt 1.01 

5.23 ± .02 

6.66 ± .27 

560-B c? 

20% lard 8 

190.3 ± 6.31 

67.0 dr .75 

24.2 ± 

.47 

8.85 ± .45 

16.85 dr 1.24 

560-B 5 

8 

159.7 ± 2.55 

65.5 ± .80 

24.5 dr 

.42 

10.01 ± .52 

15.98 dr .92 

550-B 

fat-free 8 

154.5 ± 3.97 

66.7 dr .55 

25.0 ± 

.34 

8.38 dr .59 

12.95 dr 1.12 

550-B 5 

7 

131.9 ± 3.66 

64.9 ± .38 

25.8 dr 

.61 

9.28 ± .56 

12.24 dr .84 

580-B $ 

71% hydro g. 8 

99.2 ± 4.90 

69.7 ± .68 

24.9 ± 

.39 

5.63 ± .69 

5,58 dr .86 

580-B $ 

coconut oil 8 

95.2 ± 3.38 

67.3 ± .74 

24.7 dr 

.38 

8.06 ± .54 

7.67 rfc .66 


'For calculation of standard error of the mean see footnote in table 1. 

2 This figure refers to the number of samples; 3 weanling rats per sample. 
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Burr and Beber (’34) reported that rats on diet 550-B 
showed a higher metabolic rate, higher R.Q., and higher spe- 
cific dynamic action of food than normal rats. In 1937, in a 
very carefully controlled series of experiments these same 
authors showed a marked difference in metabolic rate between 
rats maintained on diet 550-B and their controls which had 
been cured by administration of a curative oil. The difference 
between fat-deficient rats and animals from the stock colony 
receiving a sugar diet was still more striking. Since individuals 


TABLE 3 

Fat excretion and food and water consumption (series II).' 1 


GROUP 

NO. OP 
RATS 

DAILY 

FAT 

EXCRETION 

DAILY 

FOOD 

CONSUMPTION 

DAILY 

WATER 

INTAKE 



gm 

gm 

cal. 

ml 

560-B c? 

o 

o 

0.035 

7.19 

34.5 

8.7 

560-B $ 

i> 

0.028 

6.36 

30.6 

11.3 

550-B 

o 

0.014 

6.76 

26.0 

11.1 

550-B 2 

3 

0.019 

6.34 

24.4 

11.5 

580-B 

6 

0.028 

3.83 

28.0 

8.5 

580-B 2 

6 

0.026 

3.70 

27.1 

9.0 


1 These data were obtained on X or 2 groups of rats (3 per group), as indicated, 
during 6 weeks of the experimental period. 


on diet 580-B consume as many calories as those on the fat- 
deficient diet (550-B) 8 (table 3) while at the same time under- 
going scarcely any growth (fig. 1), and are losing no appreci- 
able quantity of fat through the gut, it is reasonable to assume 
that their metabolic rate is even higher than that of rats on 
the fat-deficient diet. In addition, the greater fat content of 
females in group 580-B may be a reflection of a lower metabolic 
rate than that characterizing the males. It would appear from 
these observations that a deficiency of essential fatty acids 
has less effect on fat storage and metabolic rate in females 
than in males when both are maintained on high-fat diets. 

* Burr and Burr (’30) showed that fat-deficient rats consume as much food 
as their cured controls. 
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DISCUSSION 

The study of Deuel and coworkers ( ’44) of the comparative 
nutritive value of fats, using rats as experimental animals, has 
a bearing on the data reported above. They determined the 
composition of rats in terms of water, protein, lipid, carbo- 
hydrate, ash and calcium and concluded from their results 
that males have a higher water and protein content and a 
lower lipid, ash and calcium content. It is of interest to com- 
pare their results with the data we obtained on our control 
group, 560-B, which received a diet containing 20% lard (their 
animals consumed a diet containing approximately 30% fat). 
However, it should be noted that our rats were subsisting on 
a diet very low in fat for 4 weeks after weaning while theirs 
were placed on a 30% fat diet immediately after weaning. This 
probably accounts for the higher lipid values obtained by 
Deuel et al. 

The values for protein, carbohydrate and ash obtained by 
Deuel and collaborators, when totalled,' agree closely with our 
values for non-lipid solids, namely, 23.7% for males and 
23.2% for females as against our values of 24.2% and 24.5% 
for males and females, respectively. We were not concerned 
with the carbohydrate and ash content. As for the total non- 
lipid solids, our difference between the means (0.3), was evi- 
dently not significant with a standard deviation (\/Zx a /N) 
of 1.32 for the males and 1.20 for the females (8 rats in each 
group). In view of the large number of rats in the groups 
compared by Deuel et al. it would appear that the difference 
due to sex in protein as well as ash content is, in fact, a true 
statistical difference. It is well to note that these differences 
are obscured when total non-lipid solids are considered alone 
since the increased ash content found in females tends to mask 
their decreased protein content. 

The sex difference in water content in our group 560-B 
(20% lard) w T as of the same magnitude as that observed by 
Deuel et al. but we are unable to establish statistical validity 
for this difference. The “t” value (Fisher, ’38) was 1.3 
whereas only a value in excess of 2.2 (the 5% level; i.e., 5 
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chances in 100 that the difference could be due to random 
sampling) could be accepted as being indicative of a valid dif- 
ference. As mentioned above, the sex difference in water con- 
tent for groups 550-B (fat-free diet) and 580-B (high satu- 
rated fat diet) was significant having “t” values of 2.3 and 
2.2, respectively. 

As for the lipid content our difference due to sex in group 
560-B was of the same order of magnitude as that observed by 
Deuel et al. but, again, we could not establish statistical 
validity, the “t” value being 1.6. For group 550-B the “t” 
value was 1.1 while group 580-B showed a definite difference 
with a “t” value of 2.7. 

Under the conditions of our experiment there was no sta- 
tistically valid sex difference in the fat content of normal 
animals. The difference observed in our high-fat group 
(580-B) may therefore be ascribed to the lack of essential 
fatty acids which affects the males more than the females. It 
may well be, as Sinclair ( ’40) has suggested, that the require- 
ment for essential fatty acids is greater on a high-fat diet. 
In this case one could infer that essential fatty acids are im- 
portant in fat storage, and that females, probably through 
more efficient utilization of original stores of essential fatty 
acids, have a more effective fat-storing capacity than males. 
Or, to express it differently, the female may possess a more 
favorable fat economy when subjected to a condition of essen- 
tial fatty acid deficiency while at the same time deriving most 
of its energy from fat. This is, essentially, an extension of 
an observation reported by Burr and Burr ( ’29) on rats con- 
suming a fat-free diet (550-B). At the time of the growth 
plateau they found that males attain a weight equal to 70% 
of their controls receiving lard, while the weight of females 
is 80% of their controls. Furthermore, the eventual decline 
in weight proceeds more rapidly in males. 

An examination of the iodine numbers in table 1 and the 
total lipid values in table 2 leads to the following conclusions : 
20% lard in the diet contributes enough linoleic acid to main- 
tain a normally high iodine number in the deposited fat; on 
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a fat-free, high carbohydrate diet much fat of low iodine 
number is synthesized and deposited; on a diet very rich in 
saturated fat and deficient in linoleic acid fat storage is less 
impaired in females than in males and there is a ready ex- 
change of fatty acids in the tissues which results in very low 
iodine numbers. This supports the conclusion reached by 
metabolic studies that a severe deficiency of essential fatty 
acids does not prevent fat synthesis (Burr and Beber, ’37) or 
mobilization of ingested fatty acids (Barnes, Rusoff and 
Burr, ’42). 

SUMMARY 

1. Male and female albino rats were raised on 3 simplified 
diets ; the control diet contained 20% lard while the other 2, 
deficient in essential fatty acids, were fat-free and rich in 
saturated fat (hydrogenated coconut oil), respectively. The 
composition of these individuals in terms of total lipid, total 
non-lipid solids, and water content was determined in addi- 
tion to the unsaturation of body fat. 

2. A sex difference in the unsaturation of fatty acids ob- 
tained from the body fat of rats raised on the 3 respective 
diets could not be established. 

3. Evidence was presented showing that on a high-fat diet 
deficient in essential fatty acids females store more fat than 
males, and it was adduced that the latter are more sensitive 
to a deficiency in essential fatty acids than the females when 
both derive the bulk of their calories from fat. 

4. Rats receiving a diet very high in saturated fat, but lack- 
ing essential fatty acids, are unable to effect an appreciable 
increase in the amount of total body lipid, but they readily 
exchange the dietary fatty acids with those in the tissues. 
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The rapid development of microbiological methods for 
amino acid determinations has greatly facilitated their ap- 
plication to the estimation of amino acids in natural materials. 
Considerable data are now available to show that these tech- 
niques can be utilized to determine the amino acid composition 
of natural materials following hydrolysis without preliminary 
removal of fat, water or carbohydrate material. The im- 
portance of such data for the judicious selection of the pro- 
tein components of the diet to assure adequacy of the essential 
amino acids is well recognized. The present study was initiated 
to obtain information on the amino acid content of the more 
common feeds, particularly those used in poultry feeding. The 
values for valine, isoleucine, phenylalanine and leucine are 
presented in this paper. 

EXPERIMENTAL 

The feed samples were obtained by random sampling of the 
supplies of commercial feeds available. For some of the feeds 

’•Acknowledgments are made to Prances Panzer and Patricia Sparks for tech- 
nical assistance, to Mr. H. L. German and Dr. L. R. Richardson for supplying some 
of the feed samples, to Dr. C. M. Lyman arid Dr. K. A. Kuiken for the analytically 
pure amino acid standards, to Lederle Laboratories for supplying the L . casei 
factor, to Merck and Go. for pyridoxamine and some of the amino acids and also 
to the Dow Chemical Co. for some of the amino acids used in this investigation. 
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(corn, corn gluten meal, meat and bone scraps, soybean oil 
meal, alfalfa leaf meal, and milo) additional samples were ob- 
tained from different sources. All samples were finely ground 
prior to assay to assure homogeneity. 

The te chni ques used for the valine, leucine and isoleucine 
determinations were described previously (Schweigert et al., 
’44, ’45). L. arabinosus was used as the test organism for 
these determinations. The determinations of phenylalanine 
were carried out by the use of L. arabinosus and Leuconostoc 
mesenteroides P-60. The medium used for the phenylalanine 
assay with L. arabinosus was the same as that used previously 
with the appropriate amino acid omitted from the basal 
medium. In the present studies L. casei factor and pyridox- 
amine were also included in the basal medium for L. arabinosus 
at levels of 0.02 and 1 gg per 10 ml of culture medium, re- 
spectively. 

The medium used with Leuconostoc mesenteroides P-60 was 
the same as that used in earlier work (Eiesen et ah, ’46) which 
is a modification of the medium described by Dunn and associ- 
ates (’44). This organism was used for comparative tests, 
since the recent findings of Lyman (’46) and Lyman et al. 
(’46) show that L. arabinosus has the capacity to synthesize 
phenylalanine under certain test conditions. However, in the 
present work, excellent agreement was obtained with the use 
of both organisms for. the determination of phenylalanine. 

All amino acid standards used were critically tested for 
their purity to eliminate this factor as a possible source of 
error by comparing them with analytically pure standards. 
The amino acid values obtained are expressed on the basis of 
100% activity for the 1-isomer and no activity for the d-isomer. 

The samples were hydrolyzed by autoclaving with 2N HC1 
at 15 lbs. pressure for 10 hours. This procedure has been found 
satisfactory for maximum liberation of amino acids (Schwei- 
gert et al., ’44, ’45; Eiesen et al., ’46). After hydrolysis, the 
samples were neutralized and aliquots taken for assay. 

The results are expressed both as the per cent of each amino 
acid in the sample as analyzed and as the per cent in the crude 
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protein (calculated to 16% nitrogen). The determinations 
were made in duplicate or triplicate and all values were 
checked to within ±5%. For comparison, results are also in- 
cluded for 3 purified proteins : casein, egg albumin and gelatin. 
The data are summarized in table 1. 

To obtain further information on the usefulness of these 
individual values for calculating the amino acid content of 
rations composed of several sources of protein, 2 rations were 
analyzed for their amino acid content and the values compared 
with the calculated figures. These rations contained corn, oats, 
soybean oil meal, dried skim milk, corn gluten meal, fish meal, 
alfalfa leaf meal, meat and bone scraps and bone meal as 
constituents which supplied protein. The calculations were 
based on the analytical figures taken from the lots of feed used 
in preparation of the rations. The values found by calculation 
and determination are shown in table 2. 

RESULTS AND DISCUSSION 

The data presented in table 1 show that considerable varia- 
tion exists in the amino acid content of feeds both when com- 
pared on the undried basis and on a protein basis. Large 
amounts of leucine were found in corn, corn gluten meal, milo 
and blood meal proteins. Isoleucine, however, is very low in, 
blood meal. This is to be expected since several workers 
(Block and Bolling, ’43; Brand and G-rantham, ’46; Devlin 
and Zittle, ’44 ; and Orten et al., ’45) have observed by analysis 
and in feeding tests that the principle protein, globin, is 
markedly deficient in this amino acid. The rice products tended 
to be low in all 4 amino acids. 

The amino acid values obtained for different sources of the 
same feed were quite uniform for the corn products, milo, 
alfalfa leaf meal and soybean oil meal. Of the 4 amino acids 
tested, the values for phenylalanine were the most consistent, 
while those for leucine were the most variable. Rather diver- 
gent results were obtained for the various samples- of meat 
and bone scraps. This is probably due to the varying composi- 
tion of different lots of this feed. The amount of connective 
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AMINO ACID CONTENT OF FEEDS 557 

tissue, etc., in relation to the amount of muscle tissue would 
undoubtedly affect the amounts of the amino acids in the total 
protein. Furthermore, gelatin, derived from collagen and 
other connective tissue proteins, is rather low in these amino 
acids. 

Some comparative values are available from the literature 
on the amino acid content of these feeds and are summarized 
by Block and Bolling ( ’45). The greatest discrepancies in the 
values are for valine and leucine. In general, the former were 
higher and the latter lower than those quoted by Block and 
Bolling. Results obtained microbiologieally for some of these 
materials are published elsewhere (Kuiken et ah, ’43; Brand 

TABLE 2 

Amino acid content of rations determined by actual analysis and calculated from 
the values obtained for the components, 1 All values are expressed as 
per cent in the ration. 


RATION 

LEUCINE. 

VALINE 

ISOLEUCINE 

PHENYLALANINE 

No- 1 (determined) 

2.49 

1.17 

1.06 

1.07 

No. 1 (calculated) 

2.54 

1.33 

1.10 

. 1.14 

No. 2 (determined) 

2.47 

1.27 

1.10 

1.14 

No. 2 (calculated) 

2.64 

1.42 

1.21 

1.19 


1 The amount, of each amino acid contributed by the various protein ingredients 
was calculated on the basis of the percentage of that ingredient in the ration and 
from the data in table 1. 


et al., ’45; Stokes et al., ’45; Hier et al., ’45; McMahan and 
Snell, ’44). 

It is rather unlikely that a deficiency in leucine, valine, iso- 
leucine or phenylalanine would be encountered with rations 
containing sufficient protein from a combination of feeds sucll 
as corn, oats, corn gluten meal, soybean oil meal, dried skim 
milk, fish meal, alfalfa leaf meal and meat and bone scraps. 
The leucine, valine, isoleucine and phenylalanine contents of 
poultry rations made up of these feeds were determined 
(table 2). The content is well above the estimated require- 
ments for chickens, namely, 0.5% isoleucine, 1.5% leucine, 
0.7% valine and phenylalanine, 0.5 to 1.5%, depending on the 


558 


B. S. SCHWEIGEBT 


level of tyrosine (Almquist and Grau, ’44; Gran and Peter- 
son, ’46). No data, however, are available on the quantitative 
requirements of turkeys for these amino acids. The values 
obtained by calculating the amount of each amino acid fur- 
nished by the 6-8 protein components of the ration agree 
rather well with the values obtained when the entire ration 
was analyzed. The values for valine showed the greatest dif- 
ference, although none of the determined and calculated values 
differed by more than ± 7%. Calculations based on these fig- 
ures may not agree as well as observed in the present study 
when other sources of these feeds are incorporated in rations 
and such rations analyzed for their amino acid content. 

When results become available on the quantitative require- 
ments of all essential amino acids for various animals and on 
the amounts present in various feeds one may then interpret 
the adequacy of the diet in terms of the content of each amino 
acid. The important problem associated with availability of 
each amino acid can then he more easily investigated. 

SUMMARY 

1. The leucine, valine, isoleucine and phenylalanine con- 
tents of various feed materials have been determined by the 
use of microbiological methods. 

2. Values for these amino acids in different lots of corn, 
corn gluten meal, alfalfa leaf meal, milo and soybean oil meal 
were quite uniform. More variability was observed between 
different samples of meat and bone scraps. 

3. The differences between the amino acid content of 2 
rations calculated from data on individual ingredients and 
determined by actual analysis were within ±7%. 
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THE ROLE OF B e -DEFIOIEN 0 Y IN THE TRYPTO- 
PHANE-NIACIN RELATIONSHIPS IN RATS 1 

FEED ROSEN, ! J. W. HUFF s AND W. A. PERLZWEIG- 
Department of Biochemistry, Duke University School of Medicine, 
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In several species of animals, the course of tryptophane 
metabolism is affected by the vitamin B 6 content of the diet. 
When the pyridoxine intake is adequate kynurenic acid is the 
metabolite which appears in the urine of rabbits, dogs and rats 
(Berg, ’34; Correll et al., ’38; Homer, ’15). In rats and dogs 
maintained on a pyridoxine-deficient diet the normal metabolic 
derivative is replaced by xanthurenic acid (Lepkovsky and 
Nielsen, ’42). Kynurenin has been postulated as the single 
intermediate through which the 2 end-products of tryptophane 
metabolism are derived (Lepkovsky et ah, ’43). 

Data in a previous note (Rosen et ah, ’46) from this labora- 
tory showed that a marked rise in the excretion of nicotinic 
acid and of N 1 -methylnicotinamide occurred when dl- or l- 
tryptophane was administered orally or subcutaneously to 
rats. Since the normal metabolism of tryptophane in rats . 
yields N 1 -methylnicotinamide in addition to kynurenic acid, it 
was thought desirable to study the effect of a pyridoxine-free 
diet on this relationship. 

1 The authors wish to thank Miss Nancy Anne Hunter and Miss Betty Jean Peck 
for helpful technical assistance. 

2 Nutrition Foundation Fellow. 

3 Nutrition Foundation Fellow. Present address : Medical Research Division, 
Sharp and Dohme, Inc., Glenolden, Pa. 
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EXPERIMENTAL AND METHODS 

Pyridoxine deficiency was induced in rats by feeding a 
ration of the following percentage composition: Vitamin-free 
casein, 4 35; sucrose, 58; salts (Hubbell et al., ’37), 4; cotton- 
seed oil, 3. The ration was supplemented with 0.5 mg of 
thiamine, 1.0 mg of riboflavin, 2.5 mg of calcium pantothenate, 

10 mg of inositol, 100 ug of vitamin K 8 and 100 mg of choline 
chloride per 100 gm. Each animal received 2 drops of cod liver 

011 twice weekly. A high protein (35% casein) diet was adopted 
because of the claim by Cereeedo and Foy (’44) that pyri- 
doxine deficiency can be accelerated in rats by such diets. 

A simple quantitative procedure for xanthurenic acid based 
on the formation of a green ferric salt in an alkaline medium 
(Lepkovsky et al., ’43) was used for estimating this compound. 
To a volume (1-3 ml) of undiluted rats’ urine in a graduated 
cylinder, adjusted to pH 8.1 with 1 ml of a saturated NaHOO ;! 
solution, 1 drop of 1.7% ferric ammonium sulfate is added. 
The contents are diluted to 10 ml with distilled water mixed 
by inversion, and poured into a calibrated Evelyn tube. A 
blank is prepared by diluting 1 ml of saturated NaH0O 3 and 
1 drop ferric ammonium sulfate to 10 ml with distilled water. 
Readings were made in the Evelyn colorimeter using filter 
620, set at 100 with the blank tube. Pure xanthurenic acid,” 
was used as a standard. 

The N 1 -methylnicotiu amide was determined in a filtered 
sample of urine by the acetone-fluorometric method of Huff 
and Perlzweig (’47). 

Six male rats (86-155 gm) maintained on the above diet for 
30 days showed but slight acrodynia and complete cessation 
of growth. On the other hand the metabolic aspect of B, t 
deficiency was definitely manifested bv the excretion of ap- 
preciable amounts of xanthurenic acid in the urine after re- 
peated doses of cH-tryptophane as shown in table 1. Tt can be 
seen from table 1 that as the pyridoxine deficiency became more 

4 Smaco. 

3 Synkavite. 

9 Kindly furnished by Sharp and Dohme, Inc. 



TABLE 1 

Twenty-four-hour excretion of N l -methylnicotinamide and xanthurenic acid on pyridoxine-deficient diet after oral 

doses of tryptophane. 
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acute, as measured by the increase in xanthurenic acid, there 
was a progressive decrease in the excretion of N^methylnico- 
tinamide. Two control rats maintained for 35 days on the 
same diet but including 2 mg % pyridoxine excreted 3420 and 
1690 pg X^inethylnicotinamide in 48 hours after a dose of 
100 mg di-tryptophane. This is in contrast to the average 
value 177 pg found in the experimental rats after 26 days of 
pyridoxine depletion. 

To check the possibility that the destruction of N 1 -methyl- 
nicotinamide was not increased during the pyridoxine 
deficiency, each animal received 50 mg of bP-methylnico- 
tinamide by stomach tube. Approximately 16 to 28% was 
recovered in the urine in 48 hours, which indicates a normal 
rate of destruction of N 1 -methylnicotinamide (Huff and 
Perlzweig, ’46). In another series of pyridoxine-deficient rats, 
an oral dose of 25 mg of nicotinamide resulted in normal ex- 
cretion of X’-methylnicotinamide, indicating that the mech- 
anism -for methylating nicotinamide is not impaired in a 
vitamin B 6 deficient rat. 

After 31 days on the pyridoxine-free diet, each rat received 
5 mg of pyridoxine hydrochloride daily for 4 days before 
administration of 100 mg ^-tryptophane. The excretion of 
xanthurenic acid ceases abruptly after an oral dose of vita- 
min B r „ as was previously shown by Lepkovskv et al. (’43). 
But the disappearance of xanthurenic acid was accompanied 
by a relatively small rise in N 1 -methylnicotinamide excretion 
after a dose of tryptophane, whereas in animals maintained on 
a complete diet, as the 2 control rats mentioned above, the 
usual response to a 100 mg dose of dZ-tryptophane is the 
excretion of 1-3.5 mg- per 48 hours. 

For a period of 2 weeks after the initial 5 mg pyridoxine 
supplement each animal received 50 pg of B, ; daily. This re- 
sulted in an average weight increment of 24 gm per rat per 
week, indicating the overall remission of the pyridoxine de- 
ficiency. However, the low level of hP-meth vlnico tinamide 
excretion after the test dose of tryptophane remained un- 
affected. During this period of B e supplementation the addi- 
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tion of biotin and folic acid or of brewers’ yeast and Wilson 
liver (Fraction L) did not affect the results. 

While the data given in this paper show the results on 6 
rats only, for a period of 37 days, data involving experiments 
on 12 other rats, employing somewhat different diets and 
shorter periods of observation, yielded substantially the same 
results, namely, a significant decrease in hP-methylnicotina- 
mide excretion after a test dose of tryptophane. We have not 
found, to date, a single rat failing to exhibit this effect. 

DISCUSSION 

The data presented in this paper indicate that prolonged 
pyridoxine deficiency in half grown animals affects adversely 
the transformation of tryptophane to nicotinic acid in the rat. 
This metabolic defect is not rapidly restored after the animals 
ingest adequate amounts of the vitamin. That the hitherto ob- 
served abnormality in tryptophane metabolism involving the 
formation of xanthurenic acid is not directly related to the 
decrease of niacin formation is demonstrated by the simul- 
taneous disappearance of xanthurenic acid from the urine. 

The prolonged effect of B e deficiency on the synthesis of 
niacin and the failure to restore normal function even after 
2 weeks of furnishing the vitamin point conceivably to changes 
in bacterial flora in the gut which are slow in developing. 
But the unlikelihood of the significant participation of the in- 
testinal bacteria in the formation of niacin is emphasized by 
the extremely rapid response of rats to parenteral injections 
of tryptophane (Rosen et al., ’46). 

Furthermore, we attempted to test the relation of the 

tryptophane » kynurenine > kynurenic aeid 

in B e deficiency 

\ 

xanthurenic acid 

metabolic reaction (Lepkovskv et al., ’43) to our problem. 
The administration of kynurenine, kynurenic acid and 
xanthurenic acid to rats on a complete diet failed to pro- 
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duce increased amounts of N^methylnieotinamide in the 
urine. This leads us to believe that the metabolic course 
from tryptophane to niacin in the rat is not via the above 
kynurenine pathway. 

It was recently demonstrated that it is pyridoxal phosphate, 
rather than pyridoxine itself, which is involved in the enzymic 
systems concerned in transamination and decarboxylation of 
amino acids (Umbreit and Gunsalus, ’45; Lichstein et al., ’45) 
and in the synthesis of tryptophane (Umbreit et al., ’46). 
Therefore, we thought it desirable to test the effect of admin- 
istering pyridoxal upon the transformation of tryptophane to 
niacin in B 6 -deficient rats. Subcutaneous and oral administra- 
tion of 5 mg doses of pyridoxal daily proved as ineffective as 
pyridoxine itself in the experiments described above. 

On the basis of our observations it is not possible at this 
time to propose a plausible hypothesis as to the possible mode 
of action of pyridoxine upon the tryptophane -» niacin re- 
action. Until the enzyme systems involved in this transforma- 
tion are more clearly defined this problem will probably 
remain unsolved. 

SUMMARY 

The omission of pyridoxine from the diet of rats results 
in a progressive decrease in the urinary excretion of 
N 1 -methylnicotinamide after doses of tryptophane. This de- 
fect is only slightly overcome by the restoration of pyridoxine 
to the diet. The data indicate that the abnormal formation of 
xanthurenic acid in B e deficiency is not responsible for the 
impaired tryptophane to niacin transformation. 
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The small amount of information now available indicates 
that there may be an optimum fat level in the diet. The re- 
quirement of experimental animals for minimal amounts of 
certain unsaturated fatty acids is now well established (Burr, 
’42) although the single human experiment of Brown et al. 
(’38) was not conclusive. The suggestion that certain eczema- 
tous conditions in infants may result from fat deficiency has 
received some support (Hansen, ’33; Finnerud et al., ’41). 

On the other hand, there is some evidence that excessive 
amounts of fat in the diet may be harmful. Higgins (’30) has 
reviewed the earlier medical literature, and reports reduced 
ability to work on high-fat diets. Loewy and coworkers (’42) 

1 This work was carried out under a research grant from The Best Foods, Inc. 
The authors wish to acknowledge the helpful advice of Professor Anton J. Carlson 
of the University of Chicago, of Professor Arthur W. Thomas of Columbia 
University and of Dr. H. W. Vahlteich of The Best Foods, Inc., during the course 
of the experiments. 

We are indebted to Merck and Co., Rahway, N. J., for the synthetic B vitamins ; 
to the Winthrop Chemical Co., Albany, N. Y., for the crystalline vitamin D 2 and 
to Lederle Laboratories, Inc., for the folic acid. 
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observed increased erythrocyte destruction when large 
amounts of fat were added to the diet of dogs. Sako (’42) 
found a lowered resistance to pneumococci in mice which had 
received a high-fat diet (50%) for 6 weeks as compared with 
animals fed diets with less fat (23 or 5%). 

Hoagland and Snider ( ’40) found greater gains in weight 
on diets containing 30 to 55% of fat, as compared with 5 % ; 
the fats used included several types of lard, oleo oil, and cot- 
tonseed oil. The efficiency of utilization, expressed as gain in 
weight per 100 cal. of food consumed, was greatest on the 
low-fat diets, however, indicating that the greater growth on 
the higher fat diets required a greater proportionate con- 
sumption of food. Hajdu ( ’42) studied the growth of working 
rats on diets in which fat and carbohydrate contents were 
varied reciprocally. The best growth, and the best work per- 
formance, were observed when the fat and carbohydrate con- 
tents of the diet were approximately equal while high-fat and 
low-fat diets resulted in poorer growth and performance. 
Crampton and Mills (’45) eliminated the effect of food con- 
sumption by feeding rats isoealoric amounts of diets contain- 
ing 4% and 16% of fat. They report better growth on 4% 
than on 16%, whether the animals were fed ad libitum or 
isocalorically. Opposite results were obtained in a carefully 
planned experiment by Forbes and coworkers (’46a, ’46b). 
They report greater growth with an increasing fat content 
of the diet at levels of 2, 5, 10 and 30% when isocaloric amounts 
Avere fed. The greatest improvement was seen between 2 and 
5 %. They attribute this effect to increased efficiency of utili- 
zation of the diet with a higher fat content. 

The experiments to be reported here were designed to ex- 
amine the question of optimum fat level under conditions of 
ad libitum feeding and isocaloric feeding at severely restricted 
levels of food intake. We ha\ r e studied effects on growth, 
reproductive performance, physical capacity, nitrogen metab- 
olism, blood composition, and body composition. The studies 
on nitrogen metabolism, blood composition, and physical 
capacity have been reported in part elsewhere (Miller et al., 
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’46; Scheer et'aL, ’47a). The present paper presents data on 
growth, reproduction and physical capacity on ad libitum feed- 
ing; the results of restricted feeding experiments will appear 
in succeeding papers (Scheer et al., ’47b, ’47c). 

METHODS 

The composition of the diets used is presented in table 1. 
The rations were based on those of Cerecedo and Vinson ( ’44). 

TABLE 1 

Percentage composition of diets used in fat studies. 


DIET NUMBER 


DIETARY COMPONENT 

60a 

60b 

60c 

61 

62 and 

67 3 

63 

64 

65 

66 

Casein 

25 1 * 

25 1 

25.5 3 

27 

28 

31 

37.5 

34 

39 

Sucrose 

67 

67 

65 

61 

54 

40 

12 

26 

0 

Fat 3 

0 

0 

0 

4 

9 

19 

39 

29 

49 

Cellulose 4 

3 

3 

3 

3 

3.5 

4 

4.5 

4 

4.5 

Salt mixture 5 
Water-soluble 

4 

4 

4 

4 

4.5 

5 

6 

5.5 

6.5 

vitamin mixture 6 
Fat-soluble 

0.16 

0.16 

0.16 

0.17 

0.18 

0.20 

0.24 

0.22 

0.2(5 

vitamin mixture 

l 7 8 

I s 

I s 

l 9 

l 9 

l 9 

l 9 

l 9 

l 9 

Methyl linolate 



1.5 







Fat, weight % 

0 

0 

0 

5 

10 

20 

40 

30 

50 

Fat, % calories 

(2.4) 

(2.4) 

(5.9) 

11 

21.5 

39 

64.5 

51.4 

69.6 

Calories per gm 

3.77 

3.77 

3.84 

3.97 

4.18 

4.64. 

■ 5.58 

5.25 

6.06 


1 Vitamin test casein from General Biochemicals, Inc., used. Commercial casein 

used in other diets. 

3 Diet 67 contains 7.2% of margarine fat and 2.8% cottonseed oil (including 
1% in fat-soluble vitamin mixture). 

3 Cottonseed oil (Wesson oil) or margarine fat — the latter being designated by 
the addition of M to the diet numbers in the text. 

4 Cellu flour obtained from Chicago Dietetic Supply House. 

3 Osborne-Mendel salt mixture. 

8 The water-soluble vitamin mixture had the following percentage composition : 
choline, 93.50; thiamine chloride, riboflavin and pyridoxine, each 1.24; calcium 
pantothenate, 2.48; folic acid, 0.30. 

1 The fat-soluble vitamin mixture no. 1 had the following composition per 100 gm; 
a-toeopherol (Merck), 0.50 gm; carotene (General Biochemieals, Inc.), 20 mg; 
crystalline vitamin D 2 (Winthrop), 0.5 mg; ethyl laurate (Eastman) to 100 gm. 

8 Same as mixture no. 1 with methyl linolate replacing ethyl laurate. 

9 Same as mixture no. 1 with cottonseed oil replacing ethyl laurate. 
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Purified or synthetic materials were used because we desired 
to vary the fat content of the diet without changing the 
protein, vitamin or mineral intake. The composition of the 
diets was adjusted so that the ratio of protein, water-soluble 
vitamins, cellulose, and salts to calories would be the same in 
all diets. Thus, the intake of each of these components would 
be the same in isocaloric feeding, and proportional to calorie 
intake in ad libitum feeding. Ethyl laurate was used as a 
carrier of the fat-soluble vitamins in the fat-free diet (60a), 
methyl linolate was provided in diet 60b, and diet 60c was 
designed to provide a liberal allowance of methyl linolate 
for rats on restricted feeding. Cottonseed oil 3 was used as 
a vitamin carrier in all other diets. The margarine fat used in 
some of the diets contained no milk moisture or milk solids. 
The diets were mixed fresh at least once weekly in a mechan- 
ical dough-mixer. They were kept under refrigeration at all 
times. For comparison, a stock diet of natural foods was fed 
to 1 group of animals in some experiments. This diet was 
composed of ground whole wheat 34%, ground steel-cut oats 
34%, skim milk powder 15%, cottonseed oil containing 1600 
I.U. vitamin A and 160 I.U. vitamin D, 10%, alfalfa leaf meal 
4%, dry yeast (Anheuser-Busch, strain G) 2%, sodium 
chloride 0.5% and calcium carbonate 0.5%. 

Weanling rats from our stock colony were used. The ani- 
mals were separated from the mothers at 21 days, and divided 
into experimental groups. Animals from any one litter were 
assigned to the several dietary groups in regular rotation. In 
the first experiment, approximately one-half of each litter was 
assigned to the ad libitum series, and the remainder to the 
restricted feeding series- (Scheer et al., ’47b). Each dietary 
group comprised 50 animals, 25 males and 25 females. The 
animals on ad libitum feeding were kept in groups of 4 in 
large cages. Five rats of each sex from each dietary series 
were placed in smaller individual cages for observations on 
food consumption. All animals were weighed once weekly. 


2 Wesson oil. 
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RESULTS 

Growth 

The growth curves for the males on cottonseed oil and 
margarine fat diets are plotted in figure 1 and those for the 
females in figure 2. The body weights fall into 3 rather definite 
groups in both cases. In the first experiment, the poorest 
growth was obtained with diets 60a and 60b, containing no 

BODY 

360 WT.IN _ 


■m2 63 64 5 


COTTON SEED OIL MARGARINE FAT 

Figure 1 


606 k °61 626364 S 60 62 63 65 64 66 67 

1 a [ d I a 

COTTONSEED OIL MARGARINE FAT 


Fig. 1 The average body weight of weanling male rats at start (lower blank 
space), after 3 weeks (solid black), after 6 weeks (stippled), after 12 weeks 
(cross-lined) and, after 18 weeks (top blank space). The figures in the lower blank 
space are diet numbers. 

Fig. 2 The average body weight of weanling female rats at start (blank space), 
after 3 weeks (solid black), after 6 w r eeks (stippled), and after 12 weeks (cross- 
lined). The figures in the blank space are the diet numbers. 


fat. Very much better growth was observed with diets 61, 62, 
and 64 containing 5, 10 and 40% fat, respectively. The best 
growth appeared on diet 63, with 20% fat. In the second 
experiment, growth was poor on 60a, much better on 67M, 



574 


HARRY J. DEUEL, JR. AND OTHERS 


62M (10%), 63M (20%) and 66M (50% fat), and best on 
64M (40%) and 65M (30%). It is interesting to note that 
growth on 60a was much better in the second experiment than 
in the first, while growth on 62M and 64M was better than on 
62 and 64, respectively, and on 63M was poorer than on 63. 
It does not seem possible to explain these latter differences 
without further experiments. Three conclusions are supported 
by the 2 experiments: (1) Growth is better on any diet con- 
taining fat than on 60a or 60b which had no fat. (2) The 
optimum fat content for growth lies above 10% and below 
50%. (3) There are no consistent differences between diets 
containing cottonseed oil as compared with margarine fat. 
Statistical analysis of the data confirms these conclusions 
(table 2). The most striking differences in the cottonseed oil 
series are those between 60b and 61, and between 62 and 63. 
In the margarine series, 60a was decidedly inferior to the 
other diets while 64M and 65M were superior to diets with 
less fat. The growth curves for the female rats follow the same 
pattern (fig. 2 and table 2) ; diets 60a and 60b were inferior to 
the others in promoting growth. However, there were no sig- 
nificant differences among the diets containing 5 to 50% fat, as 
regards growth of females. 

It is of interest to compare growth with food consumption 
on the various diets (table 3). Five rats of each sex were fed 
each of the experimental diets and were kept in individual 
cages; records were kept of food consumption. The gains 
in weight, and total calories consumed are presented in table 3 
for the first 6 and 12 weeks of the experiment. In general, it 
appears that, the greatest growth was accompanied by the 
greatest food consumption, although there are some exceptions 
among the females. It might accordingly be concluded that 
the differences in promoting growth in the diets used depend 
simply on variations in the amounts which rats will consume 
in ad libitum feeding. We have no positive proof that this is 
not the whole explanation but Forbes and coworkers (’46a, 
’46b) found similar differences with isocalorie feeding, and 
we have noted a superiority of diets containing fat in severely 
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The relation of average gain in weight to food consumption of rats (6 in each group) kept in individual cages for 12 weeks. 
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restricted isocaloric feeding (Scheer et ah, ’47b, ’47c). In 
this connection, it should be noted that the efficiency of utiliza- 
tion of the diets, as expressed by the gain in weight per 
100 cal. of food consumed, varies only slightly, and in no 
consistent fashion among the diets. There are instances where 
the efficiency is lowest when the growth is least, but this is not 
invariably the case. The efficiency is greater in the males 
than in the females and in general the highest efficiency obtains 
for the period of rapid growth (first 6 weeks). These data are 
in agreement with our earlier results (Deuel et al., ’44). 

Physical capacity 

The methods used for the determination of physical 
capacity and some of the results obtained have been re- 
ported elsewhere (Scheer et al., ’47a). The method depends 
on a measurement of the time required for a rat to be- 
come exhausted when swimming with a regularly increasing 
work load. The. results for the present experiments are sum- 
marized in table 4. Statistical analysis of these data shows the 


TABLE 4 

The physical capacity of rats fed diets containing different 
amounts of fat ad libitum. 



WEEKS 




DURATION OF SWIM IN SECONDS 




SEX 

ON 

MET 

60a 

0% 

60b 

0% 

61 

5% 

62 

10% 

63 65 64 

20% 30% 40% 

66 

50% 

Stock 

14% 

67 i 
10% 




Cottonseed oil 

as the dietary fat 




9 

6 

512 

580 

802 

777 

1062 92 2 


1025 


A 

6 

(5) 

805 

(5) 

692 

(6) 

1019 

(5) 

921 

(5) (3) 

1223 1143 


(4) 

955 


A 

12 

(5) 

645 

(5) 

637 

(5) 

769 

(5) 

850 

(5) (5) 

846 1068 


(4) 

1084 




(20) 

(19) 

(19) 

(17) 

(19) (15) 


(19) 





Margarine fat 

as the dietary fat 




A 

12 

485 



806 

1174 1065 , 876 

1122 


1218 



(23) 



(10) 

(8) (25) (4) 

(10) 


(8) 


Figures in parentheses are number of tests. 

: 7.8% margarine fat and 2.2% cottonseed oil. 
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following significant differences for the males (mean differ- 
ence/standard error greater than 2.5). In the first series 
(cottonseed oil) tested after 6 weeks, diet 63 was superior 
to 60a and 60b, and 61 was superior to 60b. After 12 weeks 
physical capacity was greater on diets 62, 64 and the stock 
diet than on 60a or 60b, while the stock diet was also superior 
to 61 and 62. In the second experiment (margarine fat), 
capacity was greater on 62M, 63M, 65M, 66M than on 60a, and 
greater on 63M and 67M than on 62M. These data do not 
present a wholly consistent picture, but it is evident that, in 
all eases, physical capacity is low on diets containing no fat, 
as compared with diets containing 10 to 50% fat. It is of par- 
ticular interest that the stock diet, which does not support 
growth as well as diets 62 and 63, is superior to diet 62, and 
probably to 63, in the development of physical capacity. It is 
likewise of interest that diet 67M, which differs from 62M only 
in the presence of a small amount of cottonseed oil in place of 
part of the margarine fat, and which supports almost exactly 
the same amount of growth, is apparently superior in pro- 
viding for development of physical capacity. It is unfortunate 1 
that so few animals were tested in this group. 

Reproductive performance 

The data on reproduction are summarized in table 5. The 
females in the cottonseed oil series were cheeked regularly for 
sexual maturity, as indicated by opening of the vagina. The 
table shows that maturity was attained more rapidly on the 
diets (61-64 and stock) containing fat than on the fat-free diet. 
After 16 weeks on the experimental diets, 8-10 females from 
each dietary group were mated with males from the same 
group. The litters were reduced to 7 animals each at 3 days 
after birth. Fertility, as indicated by the percentage of 
matings which resulted in pregnancy and birth, was lowest 
on diet 60b, where no pregnancies developed, and relatively 
low on 60a, where only 2 litters were born. The animals born 
to mothers on diet 60a were smaller when weighed 3 days after 
birth, and remained smaller during the lactation period than 
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those born to mothers on diets containing fat ; the fat-free diet 
evidently does not support adequate lactation. Considerable 
variation in fertility and per cent mortality of the young rats 
was evident among the animals receiving the diets containing 
fat, but there was no consistent relation to fat content of the 
diet. Breeding tests were not performed with the animals in 
the second (Margarine fat) series. 


TABLE 5 

Reproductive performance of rats fed experimental diets. 
Bred 16 weeks from beginning of experiment. 


% MOR- 
TALITY 
BEFORE 
21 DAYS 


60 a 

8.1 

9 

22.2 

36.0 

6.0 

36.5 

6.1 

17.3 

0 

60 b 

9.1 

9 

0 







61 

7.0 

8 

62.5 

25.6 

8.0 

67.6 

8.5 

36.9 

10 

62 

6.5 

10 . 

90.0 

26.8 

6.5 

55.0 

7.6 

27.3 

49 

63 

6.4 

9 

55.6 

26.2 

6.2 

51.0 

8.3 

33.1 

13 

64 

6.3 

10 

70.0 

30.7 

8.0 

58.0 

7.9 

32.4 

30 

Stock 

6.6 

10 

90.0 

31.0 

7.8 

66.7 

7.6 

30.7 

23 


DISCUSSION 

Where we have noted significant differences in performance 
related to the fat content of the diet, these have all been in 
the same direction; animals receiving diets containing 5 to 
50% fat grow more rapidly, reach a greater final weight, have 
a greater capacity for exhausting work, attain sexual maturity- 
earlier, are more fertile, and raise larger young than wholly 
comparable animals fed diets containing no fat. This was not 
the result of fatty acid deficiency, or deficiency of fat-soluble 
vitamins ; the diet (60b) with added methyl linolate gave just 
as poor results as the diet (60a) containing only ethyl laurate. 
G-rowth was better on diets containing intermediate amounts 
of fat (20-30%) than on similar diets with small (5-10%) or 
large (40-50%) amounts. The nature of the fat, as between 


AGE OF 

FEMALES NO. 

DIET AT MA- OF 

TURITY MATINGS 
(WEEKS) 


% OF 
MATINGS 
SUCCESS- 
FUL 


AVERAGE 

TIME, 

DAYS, 

FROM 

MATING 

TO 

BIRTH 


AVERAGE 
NO. OF 
ANIMALS 
PER 
LITTER 


AVERAGE WEIGHT OF 


Litter 
at 3 
days 


Individuals 


at 3 at 21 

days days 
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cottonseed oil and margarine fat (hydrogenated vegetable 
oils), had little consistent influence on the results. 

These conclusions are in agreement with those reached by 
Hoagiand and Snider (’40) and by Forbes et al. (’46a, ’46b). 
At least 2 factors are apparently involved in the superiority 
of diets containing fat, although our data do not permit an 
evaluation of the relative importance of these factors, or an 
estimate of other possible influences. The first factor is the 
greater intake in terms of energy values of diets containing 
fats. This was noted by Hoagiand and Snider (’40) and is 
evident in our results. A second component influence is the 
greater efficiency of utilization reported by Forbes et al. ( ’46a, 
’46b) with diets containing larger amounts of fat. They found 
that the energy cost of metabolizing diets providing constant 
protein intake decreased with increasing ratio of fat to carbo- 
hydrate. Our data, however, provide evidence of an optimum 
fat intake somewhere between 30 and 50 % of the diet ( 50 - 
70% of total cal.) at least as regards growth. There is no 
evidence that the low-fat or fat-free diets give more efficient 
food-utilization as indicated by Hoagiand and Snider (’ 40 ). 
In fact, the lowest efficiency (gain in weight/100 cal.) was 
obtained on the fat-free diet in all eases. 

It appears from the tests of reproductive perfonnance and 
physical capacity that factors other than fat content as such 
may be important. Particularly noteworthy is the superior 
performance of the stock diet in supporting exhausting work, 
as compared with synthetic diets of approximately the same 
fat content. It appears desirable to examine- this question 
further, with numbers of animals sufficiently great to offset the 
variability inherent in the determination. 

We originally planned to observe the effects of our experi- 
mental diets on longevity. It has proved impossible thus far 
to do this, but the results of such a study would be of particular 
interest; the more rapid growth observed on diets containing 
fat might well be associated with a shortened life span. It 
seems also of value to note that growth remains the most 
sensitive criterion among those which we have used in est-i- 
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mating the effects of these diets ; whether it is the most valid 
is more questionable. 


SUMMARY 

Ad libitum feeding to rats of diets varying in fat content 
from 5 to 50% (10 to 70% of total cal.) results in better 
growth, greater physical capacity, and better reproductive and 
lactation performance in rats than does feeding of diets con- 
taining minimal amounts of fat. The difference is not influ- 
enced by presence of methyl linolate in the fat-free diet. 
Optimum growth was observed on diets containing 20-40% 
fat. The most pronounced differences were observed in males. 
The effects are in part, but not entirely, attributable to greater 
calorie intake on the diets containing fat. 
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(Received for publication November 27, 1946) 

Interest in phenomena related to undernutrition has been 
intensified in recent years by widespread conditions of famine. 
The studies of Keys and coworkers ( ’46) with typical famine 
diets have contributed valuable information concerning the 
effects of starvation on man. We wished to examine in more 
detail the effects on rats of variations in the fat content of 
purified diets under severe caloric restriction. 

These experiments to be reported here were carried on 
simultaneously with those reported in the preceding paper 
of this series (Deuel et al., ’47). Litter mates were divided 
between the experiments, the same diets were fed, and the 
same measurements of growth, reproductive performance and 
physical capacity were used. 

1 The subject matter of this paper has been undertaken in cooperation with 
the Committee on Food Research of the Quartermaster Food and Container 
Institute for the Armed Forces. The opinions or conclusions contained in this 
report are those of the authors. They are not to be construed as necessarily re- 
flecting the views or indorsement of the War Department. 

We are indebted to Merck and Co., Rahway, N. J., for the synthetic B 
vitamins; to the Winthrop Chemical Co., Albany, N. Y., for the crystalline vit- 
amin D. and to Lederle Laboratories, Inc., for the folic acid. 
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METHODS 

The diets were designed so that the ratio of protein, vita- 
mins or minerals to calories was the same in all diets. Thus, 
when the calorie intake was held constant the only variation 
among animals on different diets was in the intake of fat and 
carbohydrate; the intake of vitamins, proteins and minerals 
remained constant. 

The animals were kept singly in especially designed cages 
(7X8X6 inches) in a room at constant temperature of 78° 
during the period of caloric restriction. On transfer to ad 
libitum feeding, the animals were kept in groups of 4 in larger 
cages (16 X 10 X 11 inches). 

The animals on restricted calories were fed the diets on 
alternate days, at the same hour each day, in weighed por- 
tions. It was realized that this practice, necessitated by short- 
age of personnel, would influence to some extent the results 
of the experiment. However, we considered that comparisons 
between groups receiving different diets would be valid, since 
all groups were being dealt with in the same way. The animals 
were weighed once weekly. 

RESULTS 

Caloric restriction at various levels 

In our first experiment, we wished to establish the lowest 
level of caloric intake which would permit survival during 12 
weeks in weanling rats. Male rats 21 and 28 days old were 
used. They were fed the stock diet at levels ranging from 
13 to 35 Cal. per day for 12 weeks. The general results are 
presented in table 1. The most striking feature of the results 
is the fact that the final weight attained depends on the 
caloric intake per day, regardless of the initial weight or age 
of the animal. The relation is linear and may be expressed as 

W = aC-K 

where W is the final weight in gm and C the caloric intake 
per day. The constants in this case have the values, a = 8.25 
and K = 47. 
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TABLE 1 

Weight changes in male weanling rats fed stock diet at varying levels of calorie 

intake for 12 weeks. 


CALORIES FED 

PER ANIMAL 

PER DAY 

NUMBER 

average weight 

INITIAL 

ANIMALS 

Initial 

Final 

AGE 



gm 

gm 

days 

34.7 

9 

55.4 

217 

28 

• 27.7 

8 

46.2 

180 

28 

24.1 

7 

39.7 

142 

21 

23.1 

9 

60.4 

142 

28 

19.1 

7 

42.8 

112 

21 

18.8 

9 

57.5 

106 

28 

17.1 

7 

40.8 

95.5 

. 21 

14.7 

7 

38.7 

74.5 

21 

14.5 

10 

56.2 

72.7 

28 

12.9 

7 

39.5 

59.9 

21 


Caloric restriction with variable fat content 
in the diet 

On the basis of this preliminary work, it was concluded 
that weanling rats 21 days of age could survive for 12 weeks 
on a diet providing 12 Cal. per day. Accordingly, 300 animals, 
litter mates of those used by Deuel et al. ( ’47), were distributed 
among dietary groups, 25 males and 25 females in each group. 
They were placed in individual cages when 21 days old, and 
fed the experimental diets (60c, 61, 62, 63, 64, and stock) in 
weighed portions to provide 24 Cal. every second day. A few 
of the animals failed to consume their food and died within 
a day or 2 after transfer to the experimental cages ; these were 
replaced, but data from them were not included in the records 
reported here. 

- The gains in 'weight on the different diets are presented in 
table 2. The standard errors of the mean weights range from 
± 1.0 to 1.5. The standard error of a difference between 2 
means would then be about ± 2.0. There is accordingly about 
1 chance in 100 that a difference in weight as great as 5 gm 
could arise by chance. If a difference of 5 gm is then taken 
as significant, we may say that diets containing fat permit 
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better growth on severely restricted calories than does diet 
60b, lacking- in fat but containing adequate amounts of linoleic 
acid and the fat-soluble vitamins. The increase in weight is, 
of course, very small as compared with growth on the same 
diets fed ad libitum (Deuel et ah, ’47 ). 

The mortality figures in table 2 represent the number of 
animals which died after 2 or more weeks on the experimental 
diets. It is remarkable that the greatest number of deaths 


TABLE 2 

Total average gains in weight (gin) of rats fed experimental diets at a level of 
12 cal. per day for 12 weehs after weaning. 


DIET 

% 

TAT 

INITIAL 

WEIGHT 

GAIN IN WEIGHT AFTER 

3 weeks 6 weeks 9 weeks 

12 weeks 

NO. 

OF DEATHS 





Males 




60e 

o 1 

36.4 

3.2 

7.1 

10.1 

18.5 

4 

61 

5 

33.9 

6.1 

13.3 

14.9 

25.1 

8 

62 

10 

36.1 

5.9 

10.8 

12.0 

19.7 

5 

63 

20 

35.8 

7.1 

16.6 

15.7 

20.0 

4 

64 

40 

36.6 

6.7 

14.6 

16.7 

25.6 

3 

Stock 

14 

35.4 

5.6 

12.9 

13.7 

21,1 

2 





Females 




60 e 

0 1 

36.4 

2.0 

4.7 

6.3 

15.3 

5 

61 

5 

36.1 

0.1 

4.7 

10.5 

20.9 

17 

62 

10 

34.3 

4.7 

8.9 

10.7 

19.5 

9 

63 

20 

86.1 

6.8 

11.1 

11.4 

21.0 

4 

64 

40 

35.1 

6.6 

11.0 

12.9 

21.7 

3 

Stock 

f 14 

36.8 

3.0 

9.9 

10.0 

16.5 

2 


1 Contains 2.5% methyl linolate. 


occurred on diets 61 or 62, with less on diets 60c and 63, still 
less on 64, and the least on the stock diet. Most of the deaths 
occurred 3 to 4 weeks after the beginning of the experiment. 

Cottonseed oil, the fat used in these diets, contains about 
40% linoleic acid (Hilditch, ’40). Diets 60c and 61 therefore 
have approximately the same content of linoleic acid, but in 
the former it is present as the methyl ester, and in the latter 
as glycerides with other fatty acids. It is difficult to account 
for the observed mortality in the basis of this difference 
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in composition. Animals fed these diets ad libitum showed no 
mortality. 

It is possible that the observed mortality could have re- 
sulted from drafts in the animal room, since the animals on 
different diets were grouped in different racks of cages. 
However, the animals on 60c and 61 were in the same cage 
rack, and the room was small and ventilated by a forced air 
draft, so this explanation seems unlikely. Death in some cases 
■was associated with pulmonary inflammation and hemorrhage 
from the nostrils. In other cases, these symptoms were absent. 

Recovery from the period of caloric restriction 

Weight. At the end of the 12-week period of restricted ca- 
loric intake, the animals were placed on ad libitum feeding 
on the same diets, except that diet 60c was replaced by 60b 
containing 1% methyl linolate instead of 2.5%. Record was 
kept of the weight of the males for 12 weeks, but females 
were weighed only for 3 weeks after transfer (fig. 1). After 
3 weeks, breeding tests were started with most of the fe- 
males, and the weights would consequently not have repre- 
sented merely growth changes. In general, the variations in 
weight between animals on different diets were small, but 
statistically significant differences (difference/standard error 
>2.5) were apparent between diet 60b containing no fat but 
with the addition of methyl linolate, and diets 62 to 64 con- 
taining 10 to 40% fat. Growth on the stock diet, with 14% 
fat was also inferior in some cases to growth on diets 62 to 
64, but this may perhaps in part be attributed to the lower 
protein content of the stock diet (protein 15% of stock diet, 
25 to 37% in diets 60 to 64). 

Moreover, rapid growth was still occurring during the 9- 
to 12-week period after ad libitum feeding was instituted in 
the rats receiving diets which contained 10% or more fat 
while it had practically stopped in the rats receiving the low- 
fat diets. The following increments of growth were noted 
for the 9- to 12-week period: 60b, 4.3 gm; 61, 6.6 gm; 62, 17,3 
gm ; 63, 14.6 gm ; 64, 27.1 gm and stock diet, 26.0 gm. 
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Maturity of females. Regular observations were made to 
determine the time of opening of the vagina in the female rats 
as a criterion of sexual maturity. None of the females became 
mature during the 12-week period of restricted feeding; con- 
trols fed the same diets ad libitum matured within 3 to 6 weeks 
after weaning (Deuel et al., ’47). However, the vagina opened 
very shortly after transfer from restricted to ad libitum feed- 
ing. Maturity was evident earlier in rats fed the diets con- 
taining fat, as compared with the fat-free diet (table 3). 



Fig. 1 The average body weight of weanling rats at start (lower blank space), 
after 12 weeks on restricted calories (solid black), after 3 weeks ad libitum 
(stippled), after 6 weeks ad libitum (lined), after 9 weeks ad libitum (upper 
stippled), and after 12 weeks (upper blank space). The figures in the lower 
blank space are the diet numbers. 

, TABLE 3 


Time (weeks) from transfer to ad libitum feeding to sexual maturity (opening of 
vagina) in female rats fed restricted amounts of diets varying in fat 



content for 12 weeks after weaning. 



DrET ' 

60 b 

61 62 63 

64 

STOCK 

Fat content in % 

0 

5 10 20 

40 

14 ' 

Time to maturity, 
in weeks 

' 2:1 

1.7 1.5 1.1 

1.4 

1.2 



TABLE 
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1 Contains 1% methyl linolate. 2 N signifies males from stock colony. 
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Fertility and lactation. Breeding tests were initiated 5 to 6 
weeks after transfer to ad libitum feeding. Five females from 
each dietary group were mated with males from the same 
group ; litter mates were not mated. Five females from each 
group were also mated with males from the stock colony. 
In some instances, not enough females were available, and 
the number of matings was less than 10. The litters were not 
reduced in size after birth; they were -weighed at 3 and 21 
days. By allowing the female to keep the full litter, we felt 
that this would offer a more critical test of the lactation 
capacity than in the first experiment (Deuel et al., ’47) where 
the litters were reduced to 7. A mating was considered un- 
successful if pregnancy had not developed within 2 months. 
The results of these tests are summarized in table 4. 

Fertility was not greatly reduced except on the stock diet, 
and on diet 60b. Here only 3 out of 5, and 4 out of 6 matings, 
respectively, were successful when males from the same 
dietary group were used. When males from the stock colony 
(N) were used in 2 matings in each case, both were successful. 
It is regrettable that we were unable to make more mating’s 
with stock colony males, since it appears that the lowered 
fertility in these cases may be due to the males. The length 
of the period from the time at which the rats were placed 
together in the cage to the birth of the litter shows no con- 
sistent variations, except that the period was in general 
shorter when stock colony males were used. 

The number of animals per litter, and the weight of the 
litter at 3 and 21 days, shows an increase with increasing fat- 
content of the diet. The greatest difference is that between 
diets 60b and 61 ; diets 63 and 64 appear to be superior to the 
others in supporting lactation. 

DISCUSSION 

The results of this study are in agreement with other work 
from this laboratory: the work capacity of rats (Scheer et al., 
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’47), growth on ad libitum feeding (Deuel et al., ’47), ability 
to withstand a prolonged period of undernutrition, growth 
during recovery from such a period, rate of sexual develop- 
ment in females, fertility, and lactation performance, are all 
greater on diets containing liberal amounts of fat (10 to 40%) 
than on diets containing little or no fat (0 to 5%). The opti- 
mum fat level for growth appears to lie between 20 and 40% 
(Deuel et al., ’47), but there is some evidence that work ca- 
pacity (Scheer et al., ’47) and fertility are higher on diets 
containing 40% fat. It is interesting to compare the data 
on reproduction with those presented by Deuel et al. (’47) 
for litter mates of the animals of the present experiment, fed 
ad libitum. Particularly noteworthy is the difference in fer- 
tility on the fat-free diet; the animals on ad libitum feeding 
had no offspring while 75% of matings in the present experi- 
ment were successful. The litters produced by the females 
which had recovered from the period of restricted feeding 
were not smaller, and in some cases were larger than those 
produced by females fed ad libitum. 

SUMMARY 

During a period of severely restricted feedings, weanling- 
rats receiving isocaloric amounts of diets varying in fat con- 
tent grow better on diets containing fat than on a similar diet 
lacking fat. Mortality, from uncertain causes, was highest 
on the diet with 5% fat. During a recovery period of ad 
libitum feeding, growth, fertility, and lactation were better 
supported by diets with liberal amounts of fat than by a fat- 
free diet. 
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THE NET PROTEIN VALUE OF FOOD YEAST 
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(Received for publication November 25, 1946) 

The concept of net protein value was proposed by Mitchell 
and Carman (’24) to appraise, in a single figure, the value 
of a food as a source of dietary protein. Such a figure com- 
bines the biological value of the protein, its coefficient of 
digestibility, and also its original content of “conventional” 
or, so-called, crude protein — i.e., N X 6.25. 

Very few investigations are found in the literature dealing 
with the determination of the coefficient of digestibility and 
the biological value of yeast protein using the nitrogen 
metabolism technic proposed by Thomas (’09) and later de- 
veloped and adapted to growing rats by Mitchell ( ’24a, ’24b, 
’24c) and Mitchell and Carman (’26). This biological assay 
procedure is considered to give the most satisfactory picture 
of protein utilization by the body. Mitchell (’24b) fed an un- 
described type of yeast at a level of 5% protein in the diet 
and recorded a coefficient of digestibility of 77 and a biological 
value of 85.5. Still and Koch (’28) assayed a sample of dried 
bakers’ yeast and obtained a coefficient of digestibility of 
72.06 and a biological value of 25.2. Their diet contained 
38% yeast, which was equivalent to about 20% crude protein. 
No doubt the low biological value obtained for bakers’ yeast 
by Still and Koch was due, at least in part, to the high level of 
yeast protein in the diet. As no information was given in 
either of these studies, with respect to the protein (N X 6.25) 
content of the yeast samples investigated, it is impossible to 
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use these data to compute the respective net protein values. 
Recently, Hughes and Hauge (’45) determined the true 
digestible coefficient and biological value of dried brewers’ 
yeast and reported values of 83 and 61, respectively. Their 
diet contained 10% protein (1ST X 6.25). The yeast used by 
them contained about 48.7% protein. The net protein value 
for brewers’ yeast, according to these figures, is 24.7. 

Since food yeast might become an important item in the diet 
of tropical countries the determination of the net protein value 
of this yeast appeared desirable. To obtain this value, the 
biological values and the true coefficient of digestibility of the 
different yeasts were investigated by the method of Mitchell 
and Carman ( ’26). Two samples of food yeast were used. One 
sample was obtained from the Microbiological Section of the 
Chemical Research Laboratories at Teddington, England 
( Torula utilis no. 1084), 1 and the other was produced at the 
pilot plant of the Puerto Rico Industrial Development Co. at 
Rio Piedras, Puerto Rico (Torula utilis no. 3). 2 '’ 3 In the case 
of the latter, Puerto Rican sugar cane molasses was used in 
the growing mash. For purposes of comparison, the net pro- 
tein value of a sample of dried brewers’ yeast 4 was also 
determined. 

EXPERIMENTAL PROCEDURE 

In general, the technic recommended by Mitchell and Car- 
man (’26) has been followed. Ten male Wistar albino rats 
of about 50-60 gm body weight were used in each trial. 
Metabolism cages of the type described by Still and Koch 
(’28) were used. This type of cage permitted the accurate 
collection of urine and feces samples separately. The tests 
were of 10 days’ duration divided into 2 periods, a 3-day pre- 
liminary period, during which no samples were collected, and 
a 7-day experimental period during which urine and feces 

1 Supplied through the courtesy of Dr. A. C. Thaysen. 

2 Supplied through the courtesy of Mr. Kafael Fernandez-Garcia. 

8 Strain no. 3 obtained from the stock cultures of the University of Wisconsin. 

* Fleischmann type 2019. 
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samples were collected daily. Ferric oxide was used as a feces 
marker for the accurate separation of these 2 periods. Body 
weights were taken at the beginning and at the end of each 
balance period. The food offered and residue left were 
accurately weighed in an analytical balance to determine the 
food consumed during the 7-day experimental period. The 
feces were collected daily and dried in an oven to constant 
weight at 100° C. The entire dried sample for the 7-day period 
was digested and aliquot samples taken for total nitrogen 
determination. For the accurate collection of all the voided 
urine, the cages were thoroughly washed daily with a hot 
0.5% sulfuric acid solution. The urine plus the washings were 
filtered into a 2-liter bottle and kept in the ice-box with xylol 
as preservative. At the end of the 7-day period, these samples 
were well mixed and diluted to volume. Aliquot portions were 
taken for total nitrogen determinations. All nitrogen deter- 
minations were made according to the Eg eldahl -Gun ning- 
Arnold method in the Official and Tentative Methods of 
Analysis (’35). 

The 3 yeast diets were made to contain about 8% protein. 
In the initial and final standardizing* periods, to determine the 
excretion of body nitrogen in feces and in urine, a dried, fat- 
free whole egg diet of about 4% protein was used. The experi- 
mental rations had the composition shown in table 1. 

To prevent the scattering of the diet from the food cups, 
enough cold, distilled water was added to the amount of ration 
previously weighed to obtain a soft paste. "With very few 
exceptions, this procedure completely prevented the scattering 
and loss of food. 


RESULTS 

The results of the initial and final standardizing periods are 
given in table 2. The purpose of these periods was to deter- 
mine the excretion of the so-called “metabolic nitrogen” in 
the feces and the endogenous nitrogen in the urine, the former 
being dependent upon the dry matter consumed and the latter, 
upon the body weight of the rat. These factors differ some- 
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what in the 2 periods for each rat and in using them for the 
calculation of the biological values for the intermediate ex- 
perimental periods, they are assumed to change in a linear 
fashion from the initial to the final value determination. The 

TABLE 1 


Composition of diets. 


CONSTITUENTS : 1 

STANDARD- 

IZING 

DIET 

DRIED FOOD YEAST 

T. ut'ilis 

No. 1084 No. 3 

DRIED 

BREWERS’ 

YEAST 


% 

% 

% 

% 

Dried, ether-extracted whole egg 

6.15 




Dried yeast 


16.25 

15.78 

15.74 

Modified Osborne and Mendel salts 

3.00 

3.00 

3.00 

3.00 

Sucrose 

10.00 

10.00 

10.00 

10.00 

Sodium chloride 

1.00 

1.00 

1.00 

1.00 

Vegetable oil (Mazola) 

9.00 

9.00 

9.00 

9.00 

Cod liver oil 

1.00 

1.00 

1.00 

1.00 

Corn starch 

66.07 

56.75 

57.22 

57.26 

Cellu-flour 

3.00 

3.00 

3.00 

3.00 

Protein content 

4.31 

8.16 

8.19 

8.06 


1 Synthetic vitamins added as supplement to each kilo of diet: thiamine, 2 mg; 
pyridoxine, 2 mg; riboflavin, 8 mg. 


TABLE 2 

Initial and final standardising periods. Daily excretion of metabolic and 
endogenous nitrogen. 


METABOLIC ENDOGENOUS 



BODY WEIGHT 

Initial Final 

FOOD FECAL 

INTAKE NITROGEN 

NITROGEN 
IN FECES 
PER GM 
OF FOOD 

URTNARY 

NITROGEN 

NITROGEN 
IN URINE 
PER 100 GM 
WEIGHT 


gm gm 

gm mg 

mg 

mg 

mg 

Initial period: dried egg protein ration containing 0.74% N. 


Average of 

10 rats 

62.1 69.8 

5.9 9.2 

1.6 

16.6 

25.3 

Standard 






deviation 

3.3 4.0 

0.4 0.5 

0.2 

2.3 

5.5 

Final period: dried egg protein ration containing 

0.69% N. 


Average of 

10 rats 

89.4 97.9 

6.2 9.7 

1.5 

15.4 

16.5 

Standard 






deviation 

7.6 6.4 

0.7 0.4 

0.2 

2.2 

2.1 
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average excretion of metabolic nitrogen in the feces was 1.6 mg 
and 1.5 mg per gm of food consumed in the 2 periods. The 
endogenous nitrogen output in the urine per 100 gm body- 
weight averaged 25.3 mg in the first standardizing period and 
16.5 mg, in the second. 

TABLE 3 


Nitrogen metabolism of rats on yeast rations. 
(Results expressed on the daily basis.) 



BODY WEIGHT 

FOOD 


NITROGEN 



Initial 

Final 

INTAKE 

Intake 

In feces 

' In urine 


gm 

gm 

gm 

77) g 

mg 

mg 


Dried 

food veast 

( T . utilis) No. : 

1084 ration 


Average of 







10 animals 

68.9 

68.9 

4.32 

' 61.6 

13.8 

42.7 

Standard 







deviation 

5.7 

4.5 

0.69 

10.0 

2.2 

7.1 


Dried food yeast (T. utilis) No. 

3 ration 



Average of 







10 animals 

70.2 

69.0 

4.07 

58.1 

13.6 

43.0 

Standard 







deviation 

3.8 

5.4 

0.68 

10.1 

3.1 

5.2 



Dried brewers’ yeast ration 



Average of 







10 animals 

75.1 

82.9 

5.71 

81.5 

20.6 

86.0 

Standard 







deviation 

6.8 

6.3 

0.60 

12.6 

2.5 

6.0 


All of the nitrogen metabolism data collected in the dif- 
ferent trials are assembled in table 3. The net protein values, 
digestion coefficients and biological values computed from 
these data are summarized in table 4. The method of calcu- 
lating the values has been fully explained by Mitchell ( ’24a, b) 
and by Mitchell and Carman (’26). 
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TABLE 4 

Coefficient of true digestibility, biological value and net protein value of the 
nitrogenous substances present in yeast. 

DRIED FOOD YEAST DRIED 

T. Utilis BREWERS’ 

No. 1084 No. 3 YEAST 


(a) % Protein (N X 6.25) in the 


yeast samples 

49.25 

50.69 

50.81 

(b) Total feeal nitrogen 1 

13.8 

13.6 

20.6 

(e) “ Metabolic nitrogen*' in feces 1 

6.6 

6.2 

8.8 

(d) Pood nitrogen in feces (b-c) 1 

7.2 

7.4 

11.8 

(e) Total nitrogen intake 1 

61.6 

58.1 

81.5 

(f) Nitrogen absorbed (e-d) 1 

54.4 

50.7 

69.7 

(g) Total urinary nitrogen 1 

42.7 

43.0 

36.0 

(h) Endogenous nitrogen in urine 1 

14.9 

15.3 

14.6 

(1) Pood nitrogen in urine (g-h) 1 

27.8 

27.7 

21.4 

(j) Pood nitrogen retained (f-i) 1 

26.6 

23.0 

48.3 

(k) Biological value: X 100 

48.8 

45.3 

69.3 

(1) True digestibility 




coefficient : — - X 100 
e 

88.3 

87.3 

85.5 

(in) Net protein value (a X k X 1) 

21.2 

20.0 

30.1 


1 Results expressed in milligrams of nitrogen per day. Values are averages of 
10 animals. 

DISCUSSION 

The true coefficients of digestibility of the 3 yeasts investi- 
gated were computed by assessing the metabolic nitrogen in 
the feces. The true digestibilities thus obtained were as fol- 
lows: 85.5 for breAvers’ yeast, 88.3 for Torula yeast no. 1084, 
and 87.3 for Torula yeast no. 3. 

The nitrogen metabolism data indicate a much better utili- 
zation of the absorbed nitrogen derived from the brewers’ 
yeast than of that derived from either one of the Torula 
samples. The average biological values computed from these 
data were 69.3 for brewers’ yeast and 48.8 and 45.3, respec- 
tively, for the Torula samples no. 1084 and no. 3. This dif- 
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ference in biological value of the brewers’ and Torula yeast 
is noteworthy. It might be ascribed to several variable factors 
resulting from the difference in species, the nutrients used in 
growing these organisms and the methods of manufacturing. 
Some of these factors are the content of protein and non- 
protein nitrogen in the yeasts, the amino acid make-up of their 
individual proteins, the availability of these amino acids, etc. 
In regard to this last factor, it is well known that in the ease 
of soy bean, heat treatment improves the nutritive value of 
the raw product by increasing the availability of cystine 
(Mitchell et al., ’45). Recently, Axtmayer (’46) has claimed 
that autoclaving improves the nutritive value of yeast. It 
has been known for some time that, although yeast protein 
contains about 2% methionine, apparently, this is not in a 
readily available form. Perhaps the processing to which a 
specific yeast is subjected during the recovery and drying 
operations in the factory may modify its final nutritive value. 

In considering the biological value of yeast protein (N X 
6.25), it should always be remembered that an appreciable 
amount of the yeast nitrogen (about 12 to 20%) is in the form 
of non-protein nitrogen. This should not constitute an argu- 
ment against evaluating yeast as, a good source of protein 
because of its high net protein value. We have obtained a net 
protein value of 30.1 for brewers’ yeast, 21.2 for Torula yeast 
no. 1084 and 20.0 for Torula yeast no. 3. Even in the case of 
the food yeasts, with biological values below that of brewers ’ 
yeast, the net protein values were the same or above those of 
other foods such as raw soy flour 21.4% (Mitchell et al., ’45), 
and rolled oats, navy beans, white flour and whole corn, which 
were 10.6, 6.0, 5.0 and 3.5%, respectively (Mitchell, ’27). This 
proves that food yeast ranks high as a source of dietary 
protein. 

SUMMARY 

Using the nitrogen balance method, the protein values of 2 
samples of food yeast (Torula utilis) and one of brewers’ 
yeast were determined. The Torula yeasts, no. 1084 and no. 3, 
.and the brewers’ veast were found, respectively, to be 88.3, 
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87.3 and 85.5% digestible, to possess biological values of 
48.8, 45.3 and 69.3 and to liave net protein values of 21.2, 20.0 
and 30.1. 

The 2 Torula yeasts, the one from England, no. 1084, and 
the one from Puerto Eico, no. 3, have practically equal nutri- 
tive coefficients. The superior net protein value of the brewers’ 
yeast over that of the Torula samples is due exclusively to its 
higher biological value since the protein (N X 6.25) content 
and digestible coefficients of the 3 yeast samples are practically 
the same. 
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METABOLISM OF WOMEN DURING THE 
REPRODUCTIVE CYCLE 


XI. VITAMIN C IN DIETS, BREAST MILK, BLOOD AND URINE 
OF NURSING MOTHERS 1 

BERTHA MUNKS, MILDRED KAUCHER, ELSIE Z. MOYER, 

MARY ELLEN HARRIS AND ICIE G. MACY 
Research Laboratory, Children’s Fund of Michigan , Detroit 

(Received for publication January 30, 1947) 

As part of a comprehensive investigation of the vitamin 
and mineral composition of human milk and the metabolism 
of women during the reproductive cycle we have determined 
nursing mothers’ intakes of vitamin C, their secretion of the 
vitamin in milk, excretion in the urine, and the amounts in 
the cord blood as well as the levels in the blood of both mother 
and child. Other investigations have not included analyses 
of 24-hour collections of food, milk, and urine during the 10 
days of the puerperium and at intervals during mature milk 
production, accompanied by determinations of vitamin C in 
the blood of the same subjects and their infants. The intake 
of vitamin C provided for the infant by his mother’s milk 
will be discussed in another paper. 

EXPERIMENTAL 

The subjects of the investigation were multiparas with 
medical records of good or excellent health and of having 
successfully nursed their other children. Every effort was 

1 The investigation represented in part by this paper was partially supported 
by a grant from The Nutrition Foundation, Inc., and was made possible by the 
cooperation of Dr. J. P. Pratt, Chief of the Department of Obstetrics, Dr. B. M. 
Iiamil, Department of Pediatrics, Elizabeth Moran, Director of Nurses, and Annie 
Lou Wertz, dietitian, all of the Henry Ford Hospital, Detroit. 
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made to standardize any procedure involving controllable fac- 
tors. Vita min 0 was determined by analysis of samples 
representing the total intake of vitamin-C-containing foods 
for 24-hour periods, thus obtaining quantitative estimations of 
the amounts ingested. Qualitatively the diets were similar 
for all women during all 5-day periods (Kaucher et al., ’45, 
’46) ; however there were differences in consumption owing 
to variations in appetites and food composition. Analyses of 
complete 42-hour collections of milk and urine obtained during 
the first 10 days postpartum and during each day of 5-day 
periods at intervals during lactation avoided portrayal of 
diurnal changes in concentration in the results. In addition, 
vitamin C was determined in placental tissue (Pratt et al., ’46), 
in blood from the umbilical cord and in capillary blood ob- 
tained from both mother and infant on the first and tenth 
days after delivery, and the first and last days of 5-day periods 
of study. To obtain comparable data, the blood samples were 
taken from mother and child in the morning after expression 
of the milk but before breakfast. 

Analyses of food, milk and urine were made by the method 
of Roe and Kuether ( ’43) ; of blood, by the method of Farmer 
and Abt (’36). Preceding publications have given details of 
selection of subjects (Macy, Williams, Pratt and Hamil, ’45), 
diet and procedures of sampling and preparation of food 
composites and milk (Kaucher et ah, ’45), the method of 
manually expressing milk (Davies, ’45) and collection and 
analysis of urine (Roderuek, Williams and Macy, ’46). The 
concentration of vitamin C in immature and mature human 
milk has been presented (Munks et al., ’45). 

RESULTS 

The volumes of milk secreted and urine excreted by 4 women 
during each of the first 10 days postpartum, the intakes of 
vitamin C per day and the amounts of vitamin C in the imma- 
ture milk and in the urine for each day are given in table 1. 

Within each 5-day period there were wide variations from 
day to day in vitamin C intake, depending upon the kinds of 
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TABLE 1 


Vitamin C intake, secretion and excretion during first 10 days postpartum. 


SUBJECT 

INTERVAL 

POSTPARTUM 

VOLUME 


VITAMIN C 

Milk 

Urine 

Intake 

Milk 

Urine 


days 

ml 

ml 

mg 

mg 

mg 

V.K. 

1 

9 

3086 

148 


24.9 


2 

90 

3651 

112 


15.7 


3 

484 

2596 

77 

50 

13.4 


4 

547 

2427 

128 

54 

11.6 


Y 

5 

560 

2331 

83 

50 

12.4 


6 

663 

2249 

126 

60 

10.3 

j . . , ■ ■ 

7 

781 

3380 

115 

61 

8.3 


8 

775 

3840 

63 

70 

9.6 


9 

794 

3115 

176 

70 

9.8 


10 

797 

3328 

51 

61 

3.5 

f Y.L. 

1 

30 

1757 

138 

1 

23.9 


2 

56 

2686 

98 

4 

14.9 


3 

353 

2759 

86 

25 

11.4 


4 

794 

1823 

204 

50 

13.4 


5 

844 

1847 

98 

55 

14.1 

| ■ . 

6 

955 

2710 

200 

63 

18.2. 

j . ; . ■ 

7 

1047 

2841 

161 

69 

14.2 

\ 

8 

1098 

2066 

87 

76 

14.2 

" ■ ■ ' ' • '■ , 

9 

1118 

2151 

183 

73 

11.8 


10 

1200 

1669 

99 

83 

9.2 

J.M. 

1 

35 

2182 

216 

2 

8.9 


2 

385 

1386 

147 

23 

6.4 


3 

870 

1519 

96 

44 

8.2 


4 

1011 

1201 

201 

56 

6.5 


5 

1121 

1283 

114 

62 

8.5 


6 

1125 

1172 

169 

51 

4.7 


7 

1287 

1161 

151 

75 

6.4 


8 

1136 

1520 

92 

55 

6.6 


9 

1258 


• 254 

83 



10 

1336 

1553 

59 

87 

7.5 

\ Y.S. 

1 

6 

1869 

204 


34.7 

f' ' r ■ . ■■:■■■ : 

; jf . ' . .. , . 

2 

92 

1874 

98 

8 

24.9 

J! ■' '■ 

]■■■■. 1 

3 

420 

2887 

98 

37 

. 28.2 

1 .. 

4 

600 

2063 

207 

49 

35.4 


5 

697 

2065 

112 

54 

26.4 


6 

756 

1502 

156 

54 

22.8 


7 

818 

2524 

154 

65 

22.0 


8 

837 

2237 * 

98 

67 

20.9 

! ' ' '■ ' • 

9 

932 

1984 

196 

76 

19.2 

t ; ■ ' 'V. 

10 

924 

2287 

89 

65 

15.0 

1 

i 
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foods included in the diet for the different days. The lowest 
vitamin 0 intake for any day was 51 mg, the highest was 254 
mg. The average daily consumption for the 10 days was 134 
mg, an amount lower than the 150 mg recommended by the 
Food and Nutrition Board of the National Research Council 
(’45). However, it is important in evaluating the data on 
vitamin C to remember that the values represent intakes de- 
termined by analysis of food as eaten, by 1 method of deter- 
mination, whereas the Recommended Allowances are based 
upon data obtained by various analytical methods and were 
planned to include ample amounts' as “safety factors.” 

It is evident that the amounts of vitamin C secreted in the 
milk each day were not related to the daily fluctuations in 
intake, but paralleled the increased production of milk, sec- 
ondarily influenced by the slightly augmented ascorbic acid 
concentration (Munks et al., ’45). The high excretions of vita- 
min C in the urine by 3 of the mothers after delivery, followed 
by decreases of 50% or more within the first 10 days post- 
partum, parallel the decreased urinary excretions of vitamin 
C reported for newborn infants (Hamil et al., ’47) and support 
the belief that the tissues of both mother and fetus require 
greater concentrations of vitamin C for saturation during 
pregnancy than during lactation. 

Subject Y.S., who had been taking 100 mg of ascorbic acid 
per day throughout pregnancy, in addition to an excellent diet 
and supplements of other vitamins (Roderuck, Williams and 
Macy, ’46; Roderuck, Coryell, Williams and Macy, ’46) se- 
creted milk with the highest concentration of vitamin O each 
day of the puerperium and also excreted greater amounts in 
urine (15.0 to 35.4 mg) than did any of the other women. 
Subject J.M., whose milk flow was established more rapidly 
than that of the other 3 women and reached the highest level 
during the first 10 days, excreted much less vitamin C in urine 
during the first few days after delivery, but continued to 
excrete at approximately the same level regardless of the 
increased secretion in milk. 
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Despite the similarity of the women’s average daily intakes 
during each 5-day period and the relationship between volume 
of milk produced and its vitamin C content, the data in table 1 
do not indicate a relationship between volume of milk 
or its vitamin C content and excretion of the vitamin in 
urine. Nor was urine volume a factor in excretion of 
vitamin C, which ranged from 3.5 mg in 3328 ml to 35 mg 
in 1869 ml of urine. Several possibilities are suggested 
by the urine values. If the level of tissue saturation re- 
quired during* lactation is lower than that demanded by 
pregnancy, the decline of over 50% in the daily excretion of 
vitamin C by 3 women during the first 10 days postpartum 
may represent an “unloading” from the maternal tissues. 
If this is true it would indicate that the tissues of subject J.M. 
had not been saturated during the prepartum period or that 
the amount which she might have “unloaded” after delivery 
was expended during labor and childbirth. That the woman ’s 
prepartum nutritional status was not poor is evidenced by 
the medical records, by her quick establishment, of lactation, 
and the secretion in milk of greater amounts of vitamin C 
per day than any other woman. The fact that J.M. maintained 
a level of excretion in urine ranging from 5 to 9 mg of vitamin 
0 per day also indicates that the decreased excretions by the 
other women are not attributable to the demands of increased 
milk production. The possibility that J.M. was excreting 
required minimal amounts in urine is doubtful because the 
urinary vitamin C of V.K. and V.L. declined to comparable 
levels by the tenth day postpartum. 

The vitamin C contents of the serum of the cord blood and 
the blood of mother and infant, shown in table 2, contribute 
additional information on the utilization of the vitamin. 
Except for subject L.F., the cord blood of all women had a 
greater concentration of vitamin C than did blood taken from 
mothers and infants on the first day postpartum. In all but 
one instance (J.M.) blood vitamin C levels for both mother 
and child were lower on the tenth than on the first day post- 
partum, and the levels in the infant’s blood were as high or 
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higher 'than those in their mothers’ blood. The cord blood 
values ranged from 0.4 to 2.2 mg vitamin C per 100 ml. The 
infant blood contained 0.2 to 2.2 mg and the maternal blood 
from 0.2 to 1.4 mg per 100 ml during the first 24 hours post- 
partum. These values are within the range given by other 
workers. On the tenth day postpartum the infant and ma- 
ternal vitamin C blood serum concentration ranged from 0.4 


TABLE 2 

Blood serum vitamin C during the first 10 dags postpartum, (mg/ 100 ml.) 


SUBJECT 

COED 

INTERVAL 

postpartum 

MOTHER 

CHILD 



days 



Y.K. 

1.3 

1 

0.6 

1.0 



10 

0.4 

0.8 

Y.L. 

2.2 

1 

0.6 

0.7 



• 10 

0.4 

0.4 

J.M. 

0.4 1 

1 

0.2 

0:2 



10 

0.1 

0.5 

Y.S. \ 

1.5 

1 

0.3 

1.0 



10 

0.3 

0.6 

L.F. 

1.6 

1 

1.4 

2.2 



10 

0.8 

1.9 

Y.G. 


1 

1.3 

2.2 



10 

0.6 

1.2 

C.O. '/a. 

1.5 

1 

* 0-7 




10 

0.1 

0.4 


1 Placental. 


to 1.9 mg and from 0.1 to 0.8 mg, respectively. The values for 
cord, mothers’ and infants’ blood were within the ranges, 
respectively, found for 24 other healthy mothers and their 
infants during the first week of life (Hamil et al., ’47). 

The values in tables 1 and 2, supported by the values pre- 
sented earlier (Hamil et al., ’47) for vitamin C in cord and 
maternal blood during the first week postpartum, emphasize 
the inconclusiveness of determinations of vitamin C levels in 
either blood or urine, or both, as an index of nutritional status 
with respect to vitamin C during lactation. Among women 
receiving diets undoubtedly superior to those of most mothers 
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during the puerperium, with appetite-inhibiting factors elimi- 
nated (coffee, tea, candy, etc.), vitamin C in the maternal blood 
and urine may he at levels generally considered to indicate 
scurvy (J.M.), yet not interfere with secretion of large 
volumes of milk containing ample amounts of the vitamin. 
Levels of vitamin C in the blood may also be low in subjects 
known to have been “saturated” before delivery (V.S.) al- 
though large amounts are being excreted in the urine. Recent 
work indicates that the ascorbic acid content of the white 
blood cells parallels the retention and may be a reliable index 
of total body concentration of ascorbic acid (Lowry et al., ’47) 
in normal adults. Whether similar results would be obtained 
with nursing mothers is not known. 

The variations in the vitamin C contents of milk, blood, and 
urine from healthy mothers receiving excellent diets contain- 
ing 51 to 254 mg of vitamin C per day, determined under con- 
ditions as closely controlled as possible, indicate a wide range 
of normal, individual physiologic differences. Data obtained 
under the conditions of the study are not comparable to those 
procured with subjects receiving low intakes of vitamin C 
from inferior diets or high intakes from supplemental sources ; 
nor can they be compared closely with results obtained with 
non-laetating women or those obtained with dietary intakes 
calculated from tables of food values. Further research is 
needed to clarify the influences exerted by the many factors 
involved in the vitamin C metabolism of pregnant and nursing 
women. Among these are the possibility of fetal synthesis 
of the vitamin, physiologic adjustment of the maternal body 
from conditions of pregnancy to those of lactation, including 
possible reorganization of the glands of internal secretion, the 
level of requirement for the vitamins as opposed to maximum 
level of storage (saturation), and differences in the require- 
ments before pregnancy, during gestation, and the lactation 
period. 

The intakes of vitamin C by 6 women during 13 5-dav 
periods in which they were secreting mature milk, are given in 
table 3, with the volumes of milk secreted and urine excreted 
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Daily vitamin C intakes , 

TABLE 3 

secretion in mature 

milk and excretion in urine. 

SUBJECT 

INTERVAL 

POSTPARTUM 

VOLUME 


VITAMIN C 



Daily total 


Milk 

Urine 


Intake 

Milk 

Urine 


days 

ml 

ml 

mg 

mg 

mg 

V.G. 

78 

683 

1663 

178 

36 

4.8 


79 

846 

1359 

112 

44 

4.3 


80 

923 

1419 

70 

51 

5.4 


81 

874 

844 

194 

52 

6.5 


82 

913 

1120 

86 

49 

6.2 


161 

759 

989 

94 

39 

5.4 


162 

848 

801 

118 

43 

7.3 


163 

912 

813 

75 

46 

5.8 


164 

985 

1005 

130 

46 

8.2 


165 

1000 

1359 

108 

51 

2.0 


239 

610 

853 

136 

48 

61.2 


240 

624 

731 

112 

4.8 

34.5 


241 

661 

736 

84 

50 

43.2 


242 

738 

958 

104 

41 

47.5 


243 

772 

770 

72 

54 

33.4 


302 

414 

1350 

189 


'39.2 


303 

389 

1068 

140 

30 

33.4 


304 

383 

949 

120 

30 

30.3 


305 

389 

1099 

171 

30 

42.0 


306 

394 

933 

96 

27 

23.0 

y . K . 

95 

544 

3072 

115 

36 

10.6 


*96 

615 

3443 

106 

39 

11.2 


97 

701 

2587 

91 

45 

6.9 


98 

691 

3206 

139 

44 

10.4 


99 

684 

1710 

61 

44 

8.3 


144 

272 

2739 

132 

22 

12.8 


145 

315 

1286 

136 

26 

11.5 


146 

343 

1476 

180 

29 

13.3 


147 

323 

827 

155 

25 

13.5 


148 

372 

907 

121 

28 

10.6 

V . L . 

68 

736 

3408 

180 

49 

10.4 


69 

743 

4154 

140 

46 

11.8 


70 

802 

2838 

195 

53 

12.8 


71 

833 

1903 

175 

49 

6.8 


72 

829 

1940 

120 

51 

10.5 
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TABLE 3 ( continued ) 


SUBJECT 

INTERVAL 

POSTPARTUM 

VOLUME 


VITAMIN C 



Daily tptal 


Milk 

Urine 

Intake 

Milk 

Urine 


days 

ml 

ml 

mg 

mg 

mg 

Y.L. 

152 

684 

2457 

227 

47 

68.9 


153 

671 

1970 

145 

43 

26.9 


154 

673 

1637 

105 

43 

23.9 


155 

686 

1484 

218 

44 

46.8 


156 

686 

1232 

85 

39 

17.2 

J.M. 

75 

598 

2517 

153 

27 

6.3 


76 

677 

2081 

110 

29 

6.4 


77 

740 

2155 

171 

29 

0.0 


78 

742 

2646 

157 

34 

7.6 


79 

783 

1925 

100 

38 

4.0 


173 

205 

2993 

183 

12 

5.0 


174 

231 

1922 

156 

13 

3.6 


175 

296 

2089 

79 

16 

4.0 


176 

301 

1169 

129 

16 

4.2 


177 

309 

1841 

108 

15 

5.1 

B.S. 

204 

864 

1630 

158 

32 

6.0 


205 

927 

1350 

133 

35 

7.2 


206 

918 

1231 

79 

37 

6.3 


207 

938 

1219 

200 

41 

6.2 


208 

918 

1352 

78 

40 

5.9 


259 

734 

1665 

146 

37 

7 6 


260 

612 

1299 

95 

29 

7.0 


261 

631 

1037 

76 

30 

7.7 


262 

725 

979 

166 

34 

4.8 


263 

678 

1113 

89 

36 

7.8 

V.S. 

70 

234 

1897 

315 

23 

141.3 


71 

276 

1846 

202 

29 

78.4 


72 

334 

2308 

200 

31 

75.1 


73 

315 

1938 

275 

30 

118.3 


74 

361 

1269 

148 

32 

48.7 


per 24 hours and their contents of the vitamin. During 10 of 
the periods the mothers’ volumes of milk Avere increased 54 
to 241 ml per day as the result of regular and complete empty- 
ing of the breasts hv manual expression (Maey, Hunscher, 
Donelson and Nims, ’30). Also for some of the women there 
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was an improvement of diet during the experimental periods. 
Although the diets for all 5-day periods were comparable, qual- 
itatively, and appetites were satisfied by proportionate adjust- 
ment of all foods except milk, the vitamin C intakes as 
determined by analysis varied greatly owing to differences 
in concentration of the vitamin in the same foods. For example, 
V.L., J.M., and V.S. received diets of equal amounts, re- 
spectively, of the same foods (table 3). Calculated from the 
literature their average daily intakes of vitamin C during the 
5-day periods ranged from 166 to 169 mg. The analyses for 
the different intervals of study averaged from 131 to 228 mg 
per day. 

There were large differences in the vitamin C intakes for 
the 5 days of each study period owing to inclusion of foods 
with high contents of the vitamin in some of the menus. 
However, the concentration of vitamin C in mature milk 
was quite constant, averaging 5 mg per 100 ml (Hunks et al., 
’45), and in general the daily secretion of the vitamin par- 
alleled changes in milk volume. Although for the well- 
nourished mothers no direct relationship was found between 
the variable vitamin C intakes and the amount secreted in the 
24-hour collections of milk, other work has shown vitamin C 
secretion to be generally dependent on diet (King, ’38; Smith, 
’38 ; Escudero and Pierangeli, ’43). Escurdero and Pierangeli 
have reported that with an intake of approximately 70 mg 
vitamin C per day from food during the last month of preg- 
nancy and the colostral period, the colostrum averaged 2.2 mg 
% vitamin C. Women receiving 240 mg produced colostrum 
containing 5.5 mg per 100 ml. Selleg and King ( ’36) found that 
the relatively slow and limited rise in C value when patients 
received a special orange juice supplement provides an indica- 
tion of a maximum and approximately optimum level of 
secretion, above which an excessive dietary intake results 
chiefly in a rapid urinary excretion without disturbing the 
lactation level. Such results emphasize the ample provision 
of vitamin C by the diets eaten by the nursing mothers in this 
study. 
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Levels of excretion in the 24-hour collection of urine were 
not related to differences in level of intake among the women 
of this study, nor to the vitamin C secretion in milk, again 
indicating that individual characteristics conditioned by prior 
nutritional status with respect to the vitamin were the major 
controlling’ factors. It has been shown that in addition to 
tissue saturation excretion of vitamin C in urine may be in- 
fluenced by the individual’s kidney threshold for the vitamin 
(Faulkner and Taylor, ’38), by the fluid intake, and by 
environmental temperature and humidity (Shields and co- 
workers, ’46) all of which were beyond the control of the 
present study. It is likely that other individual characteristics 
are involved, so it is not surprising to find wide variations 
in the urinary vitamin C among individuals and for the same 
individual at different times during lactation. 

The concentrations of vitamin C in the blood serum of 
both the mothers and infants during the 5-day periods of 
mature milk production are given in table 4. The average 
values correspond for all determinations on mothers’ blood 
during mature milk secretion (0.45 mg) and during the first 
10 days postpartum (0.56), and the distributions are similar. 
The average of the values for the breast-fed infants when 2 
to 10 months old (1.1 mg) approximates that for the first 10 
days postpartum (1.0 mg). Fourteen of the samples from the 
mothers were obtained on the first days of study periods; 
5 were obtained after the women had received the study diet 
for 5 days. The values for all 5 were the same or higher than 
those of the first days of study, respectively, attesting the 
adequacy of the study diet and perhaps indicating its super- 
iority over their usual food intakes. However, this conclusion 
is precluded by the secretions in milk, the levels in the infants ’ 
blood, and by the excretions in the urine, especially those of 
Y.S. who had been ingesting 100 mg of ascorbic acid per day 
with a good diet, prior to the study, who secreted milk with 
the highest concentration of the vitamin (10 mg per 100 ml), 
yet whose blood level on the first day (0.1 mg) was lower than 
any other value obtained and increased during the 5 days with 
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an intake undoubtedly lower than that of her previous sup- 
plemented diet. 

It is evident that milk secretion requires that the requisite 
substances be supplied through the blood, either from the 
products of digestion or from the tissues. The best estimates 

TABLE 4 


Blood serum vitamin C during mature milk secretion . (mg/ 100 ml.) 


SUBJECT 

INTERVAL 

POSTPARTUM 

MOTHER 

CHILD 


days 



V.G. 

78 

0.3 

0.5 


161 

0.2 

1.7 


239 

0.6 

0.8 


244 1 

1.0 



302 

0.2 

1.1 


o 

CO 

0.6 


V.K. 

95 

0.8 

3.0 


144 

0.7 

0.9 

Y.L. 

68 

0.3 

1.5 


152 

0.8 

1.4 


157 1 

0.8 


J.M. 

75 

0.2 

0.7 


172 

0.2 

0.6 


177 1 

0.6 


B.S. 

85 

0.2 

1.0 


204 

0.2 

0.8 


259 

0.4 

0.6 

V.S. 

70 

0.1 

0.8 


75 1 

0.4 



* After receiving study diet for 5 days. 


are that 400 to 500 volumes of blood are required to produce 
1 volume of milk (Kay, ’45). Obviously, withdrawal from the 
blood parallels the rate of secretion, which is determined by 
the fullness of the gland. It is likely that, for vitamin C at 
least, the blood level is more easily replenished from the supply 
provided by food than by mobilization from body stores. 
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Whether the level of the vitamin in the blood of nursing 
mothers changes rapidly in response to emptying of the breasts 
and also varies in relation to the intervals between meals is 
being investigated. 

The net gain or loss of vitamin C to the body, estimated by 
subtraction of the values for urine and milk from the intakes, 
indicates the amount of the vitamin used in metabolism and 
stored in the tissues, or the deficit which has been withdrawn 
from the tissues. The quantity of vitamin C excreted through 
the skin would seem inappreciable, since recent work has 
shown that at comfortable temperatures the loss may amount 
to 0.8 mg daily and even under conditions of induced profuse 
sweating the quantity is only 2.7 mg per day (Shields, et ah, 
’46). In the 10-day puerperium the total quantities of vitamin 
C consumed by V.K., V.L., J.M., and V.S. were 1079, 1354, 
1499 and 1412 mg, respectively (table 1). During the same 
period the women secreted into their milk, totals of 476, 499, 
538 and 475 mg of vitamin C. Their urine contained 120, 145, 
64 and 250 mg, leaving for metabolic function and tissue stor- 
age 483, 710, 897 and 687 mg, respectively. There were wide 
individual variations among these 4 women as shown by the 
range of 113 to 205 mg per day Avhich was unaccounted for 
immediately following recovery from the trauma of labor and 
delivery, about twice the 25 to 50 mg daily observed in persons 
in a state of saturation (King, ’38). It is conceivable that 
during this recuperation period there are appreciable changes 
in the acid-base equilibrium of the body. This is supported 
by evidence that the quantity of vitamin excreted in the urine 
may be varied merely by changing the acid-base balance of the 
food intakes (Hawley and co-workers, ’36). 

Twenty-seven of 64 daily determinations with women se- 
creting mature milk showed more than 90 mg per day unac- 
counted for on days when the intakes were high (table 3), 
which indicates, perhaps, that the mothers were not saturated 
and the amount was dependent on the intake. The greatest 
amount unaccounted for was 166 mg per day, opposed to a 
loss of 15.4 mg per day from the mother’s tissue stores. During 
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a 5-day study in tlie eighth month postpartum, V.G-. had an 
average intake of 101.6 mg vitamin C and a secretion of 
48.2 mg in the milk. These values are similar to those of the 
same woman when studied at 3 and 6 months, yet the ex- 
cretion of vitamin C in the urine was 44 mg per day, over 
8 times the average excretion during the earlier studies 
and leaving only 9.4 mg vitamin C per day unaccounted for. 
The blood serum vitamin C concentration was 0.6% on the 
first day of the study and increased to 1.0 mg % on the fifth 
day of the study (table 4). If the daily body requirement 
for vitamin C is 50 to 100 mg per day or if the mother’s indis- 
pensable minimum requirement was 25 mg per day (King, ’38) 
it is difficult to understand why she excreted an average of 44 
mg vitamin C per day through the kidneys, unless she pre- 
viously had a high vitamin C intake which continued to be 
excreted even after the intake was lowered. This phenomenon 
has been demonstrated by Harris, Ray and Ward ( ’33), Harris 
and Ray (’35) and Hess and Benjamin (’34), who found the 
urinary output to depend on both the immediate vitamin C 
intake and also on the post-nutritional history or state of 
“saturation. ” 

When studied during the tenth month of lactation the same 
woman’s, average intake was 143.2 mg per day. The vitamin 
C excreted in the milk had dropped almost one-half, 29.2 mg 
per day, owing to decreased volume. Her urine excretion, 
33.6 mg per day, still was higher than during the third and 
sixth months. The vitamin 0 unaccounted for had returned 
to the former range of 80 mg average per day. The need for 
this increased retention was shown by the blood serum con- 
centration which was only 0.2 mg per 100 ml at the beginning 
of the study but increased to 0.6 by the fifth day (table 4). 

A similar saturation was demonstrated by V.L. during her 
third and sixth months postpartum. The average intakes of 
vitamin C were 162 and 156 mg, secretion in the milk amounted 
to 49.6 and 43.2 mg, and the urine excretion averaged 10.5 
and 36.7 mg of vitamin C per day, respectively. At the begin- 
ning of the study at 3 months the blood serum level was 0.3 mg 
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per 100 ml but at the beginning of the 5-day study at 6 months, 
when she was throwing off greater amounts of vitamin C in 
urine, her blood level was 0.8 mg of vitamin C per 100 ml. 
Large vitamin C excretions may occur even when the blood 
serum vitamin C is low, if the dietary intake is high. For 
example, V.S. in the third month of lactation excreted 92.4 mg 
of vitamin C per day, yet she had a blood serum level of only 
0.1 mg % vitamin C on the first day of the study. Her average 
dietary intake was 228.0 mg vitamin C over the 5-day period 
and was the highest average intake during any 5-day study. 

The amount of vitamin C which appears in the urine is also 
affected by the way in which the daily intake is distributed 
within the 24 hours. Widenbauer and Kuhner ( ’37) and Ralli, 
Friedman and Sherry (’39) have emphasized the importance 
of dividing the intake into small doses throughout the day. 
Todhunter and Robbins (’40) have estimated the minimum 
daily intake of vitamin C required to maintain the tissues in a 
state of complete saturation to be 1.6 to 1.7 mg per kg of body 
weight per day for college women. Ralli, Friedman and Sherry 
(’39) concluded from their experiments that 100 mg per day 
be suggested as the requirement of women for saturation. 
With the exception of a woman who weighed 73.5 kg, the daily 
requirement of the lactating women in this study would have 
been 100 mg per day or less by this criterion. If one adds 
the amounts of vitamin C secreted in milk to the amounts 
calculated from their weights to be the mother’s requirements, 
one obtains an estimated daily requirement for lactating 
women ranging from 106.8 to 174.1 mg of vitamin C per day. 
During the first 10 days postpartum the vitamin C intakes of 
2 women met the estimated dietary requirement. For the 
woman who weighed 73.5 kg the estimated requirement was 
greater than the average daily intake during the first 10 days 
postpartum. During the third month of lactation the diet 
supplied this theoretical requirement for saturation in 3 of 
5 women. 

One of the lowest blood values, 0.1 mg vitamin C per 100 ml, 
was recorded for a woman who secreted the highest concentra- 
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tion of vitamin C in milk, 10 mg per 100 ml. Other women 
having blood serum values up to 0.8 mg per 100 ml did not 
secrete as great concentrations of vitamin C in the milk. 
One, V.Gr., was known to secrete over 7 mg per 100 ml in her 
milk when her blood serum vitamin 0 ranged anywhere from 
0.2 to 1.3 mg per 100 ml. These data confirm the observation 
of Ingalls, Draper and Teel (’38) that there is no direct cor- 
relation between the blood serum vitamin 0 and the concen- 
tration in the milk. However, they state that “the fact that 
mothers on a diet relatively low in vitamin C will secrete 
in the milk amounts of ascorbic acid so large that the ascorbic 
acid content of the infant’s plasma is higher than that of the 
mother’s is indicative of an interesting biologic mechanism 
whereby the child receives the vitamin at the expense of its 
mother.” For the laetating mother and the breast-fed infant 
vitamin O levels in the blood, as well as in urine, may be closely 
correlated with eating time. In this study blood samples were 
taken following collection of milk and urine at 6:00 a. m. It 
is possible that the low values for the mother’s blood were the 
result of the demands for milk production during the pre- 
ceding 12 hours of fasting. If this is correct then the supply 
in the blood would be replenished immediately after eating 
breakfast and the low fasting values would not indicate that 
the child receives vitamin C “at the expense of the mother.” 

Until requirements can be more clearly distinguished from 
‘ ' storage ” or “ saturation, ” it is obvious that for the physician 
nutrition during the nursing period is a problem similar to 
that stated for pregnancy by Lund (’45) : “ . . . the prob- 
lem is the dietary needs of each patient. She is not to be 
treated according to the nutritional standards of any other 
person or groups of persons. She is an individual problem 
and it is the physician’s duty to take a 'short, accurate dietary 
history and to see that he or some other qualified person 
explains to her the dietary problems of pregnancy.” From 
the present study it seems that the Recommended Dietary 
Allowances (’45) of the Food and Nutrition Board of the 
National Research Council provide for' adequate amounts of 



METABOLISM OP WOMEN 


617 


vitamin C to meet normal requirements during lactation and 
prevent depletion of body stores, provided during pregnancy 
the nutritional status of the mother has been adequate with 
respect to the vitamin. 

SUMMARY 

Vitamin C was determined by analysis in the food as eaten 
each day by healthy nursing mothers and in 24-hour collections 
of their milk and urine during the first 10 days postpartum 
and 5-day periods at intervals later in lactation. In addition, 
vitamin C was determined in blood from the umbilical cord 
and in fasting samples of capillary blood from the mothers 
and infants. 

The amounts of vitamin C secreted in milk paralleled the 
increases in milk volume, while vitamin C excretion in the 
urine was high after delivery and for 3 or 4 mothers decreased 
50% or more by the tenth day. No relationships between vol- 
ume of milk or its vitamin C content and excretion in the urine 
were indicated. 

During the periods of secretion of mature milk, the amounts 
of vitamin C in the milk, in general, paralleled milk volume. 
For the mothers studied, whose nutritional status had been 
good during pregnancy, no relationship was found between 
vitamin C intake and secretion in milk. Excretion in urine 
was not related to level of intake or secretion in milk. 

Extreme anatomic and physiologic variability among indi- 
viduals and in the same individual at different times is em- 
phasized by the results. The data indicate also the inconclu- 
siveness of determinations of vitamin C levels in milk, urine 
or fasting blood samples as an index of vitamin C nutritional 
status of lactating women receiving good diets. The need for 
further research on the physiologic influences exerted by 
lactation and pregnancy on vitamin C metabolism is stressed. 
These include adjustment of the maternal body from preg- 
nancy to lactation, including the glands of internal secretion, 
the level of requirement as opposed to maximum level of 
storage, and differences in requirements before pregnancy, 
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during gestation, and during lactation. On the basis of the 
data presented it seems that the Recommended Dietary Al- 
lowances provide for adequate amounts of vitamin C to meet 
normal requirements during lactation, provided the prenatal 
nutritional status of the mother has been satisfactory. 
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A preceding paper (Munks, Kaucher, Moyer, Harris and 
Macy, ’47) reported analyses for vitamin C in the food in- 
takes, milk, nrine and blood of healthy mothers, and in the 
blood of their infants at various periods during lactation. 
The results demonstrated the wide variations in vitamin C 
metabolism among normal lactating women and the unreli- 
ability of levels of the vitamin in the blood and urine as an 
index of nutritional status with respect to the vitamin. Intakes 
comparable with the Recommended Allowances (’45) of the 
Food and Nutrition Board, from good diets of natural foods, 
were shown to be ample in meeting the health requirements of 
mothers while they were nursing their infants, although urine 
excretion of vitamin C was extremely variable and fasting 
blood levels were frequently as low as those considered to 
indicate scurvy in non-pregnant, non-lactating women. To ex- 
tend the information concerning vitamin C metabolism in 
nursing mothers, the milk, nrine and blood of the same sub- 
jects and the blood of their infants were analyzed after 6 to 
14 days during which the women received supplemental 
amounts of ascorbic acid and other synthetic vitamins in 

1 The investigation represented in part by this paper was partially supported 
by a grant from the Nutrition Foundation, Inc. 
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addition to good diets. These data may be compared with the 
average values for the same subjects during 5-dav periods 
of known intake immediately preceding the interval of sup- 
plement (Munks, et al., ’47). 

• PROCEDURE 

During 13 periods of 5 consecutive days for 6 healthy 
mothers who were successfully nursing their infants, vitamin 
C was determined in 24-hour collections of food, as eaten, 
urine and milk. Blood levels of vitamin C were determined 
for both the mothers and their infants. For 6 to 14 days 
immediately following the 5-day periods the mothers received 
750 mg of ascorbic acid, 50,000 U.S.P. units of vitamin A, 
12 mg of thiamine chloride, 15 mg of riboflavin and 120 mg. 
of niacin. 2 To distribute the intake of the vitamins over the 
day (Ralli, Friedman and Sherry, ’39) the supplement of the 
water-soluble vitamins was given in 3 equal capsules, 1 with 
each meal. For the last day of the supplemented diet all milk 
and urine was collected and a fasting blood sample from the 
mother, after expression of the milk at 6 a.m., and a blood 
sample from the infant were obtained at the end of the 24 
hours. 

Analyses of food, milk and urine for vitamin C were made 
by the Roe and Keuther method (’43) and of the blood by 
the method outlined by Farmer and Abt (’36). Details of 
the selection of subjects (Macy et al., ’45), diets (Ivaucher, 
.Moyer, Williams and Macy, ’46), the methods of manually 
expressing the milk (Davies, ’45) and procedures of collecting 
the food composites, milk and urine (Kaucher, Moyer, 
Richards, Williams, Wertz and Macy, ’45) are given else- 
where. The concentration of vitamin C in colostrum and 
mature breast milk (Munks et ah, ’45) and the nutritional 
state of the nursing mothers with respect to vitamin C (Munks 
and coworkers, ’47) have been recorded. 

2 The amounts of the vitamins given as supplements were less than therapeutic 
dosages, defined as 10 times the daily requirements, respectively. 
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BESULTS 

Table 1 presents the average daily values for vitamin C in 
the food, breast milk and urine during the 5-day control 
periods and the results of analyses of 24-hour samples col- 
lected on the last day of supplementation of the diet with 
750 mg of ascorbic acid. 

The concentration of vitamin C in the milk was in some 
instances more than doubled and was lowered only for 1 
study (V.G-.) although several of the daily values were less 
after supplement, owing to the smaller volumes of milk se- 
creted. However, the average concentration was increased 
only 2 mg, from 6 to 8 mg per 100 ml. The largest amount of 
vitamin C secreted per day after supplementation with 750 mg 
per day was 76 mg by V.G. during her third month of lactation. 
During the control studies the mothers, weighing from 55 to 
73 kg, were eating daily diets which by analysis contained 
averages of 102 to 228 mg vitamin C, although by calculation 
from tables of food composition the vitamin C contents of 
the diets ranged from 132 to 169 mg per day. 

Although there may be an upper limit to the concentration 
of vitamin C an individual woman can secrete in her milk, 
the limit does not seem to be the same for every individual. 
The highest value, 12.4 mg per 100 ml, was found in the milk 
of a woman (V.S.) in whom lactation was almost terminated. 
However, before the supplement was taken this woman was 
secreting milk containing 9.5 mg per 100 ml. Another woman 
secreted 10.1 and 10.5 mg per 100 ml, respectively, after sup- 
plementation in the third and sixth months of lactation, 
although during the control period her milk contained only 
4.4 and 5.3 mg per 100 ml, respectively. After 4 supplementa- 
tion periods at least 2 months apart, values for a third woman 
were changed from 5.4, 5.0, 7.0 and 7.5 mg to 7.5, 7.1, 3.8 
and 7.5 mg per 100 ml, respectively. 

The concentrations in urine following the supplement were 
as much as 140 times (Y.G-.) those of the control period. The 
total daily excretions after supplement ranged from 504 to 
680 mg greater than the averages for the 5 days of the control 
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750 mg ascorbic acid per day. 

Owing to rapid failure of lactation the period of supplement for V.S. was only 5 days. 
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period with 1 exception. Y.S. during the control period 
secreted milk with the highest concentration of the vitamin 
and excreted more than double the amount per day excreted 
by any other woman, yet after receiving 750 mg per day in 
addition to her diet for 5 days she excreted only 215 mg more 
in 24 hours than her average excretion per day during 5 days 
preceding supplement. 

TABLE 2 


Vitamin C in blood serum of mother and infant before and after supplement* 

( mg/100 ml.) 




CONTROL PERIOD 


after supplement 

SUBJECT 

Interval 

postpartum 

Mother 1 

Child 

Interval 

postpartum 

Mother 

Child 


days 



days 



Y.Gr. 

78 

0.30 

0.50 

92 

0.90 

0.50 


161 

0.21 

1.72 

175 

1.04 

1.40 


239 

0.61(0.96) 

0.81 

253 

2.15 

0.57 


302 

0.16(0.60) 

1.07 

316 

1.31 

1.19 

Y.K. 

95 

0.80 

3.00 

109 

1.30 

0.66 


144 

0.73 

0.92 

158 

1.34 

0.73 

Y.L. 

68 

0.26 

1.46 

83 

1.55 

1.63 


152 

0.80(0.80) 

1.43 

170 

1.39 

1.59 

J.M. 

75 

0.17 

0.74 

90 

1.45 

1.20 


172 

0.20(0.55) 

0.64 

188 

1.19 

0.84 

B.S. 

85 

0.20 

1.00 

99 

1.20 

1.20 


204 

0.16 

0.79 

218 

0.94 

0.90 


259 

0.38 

0.57 

273 

1.36 

0.98 

M.S. 

58 

0.04 

0.63 

72 

1.12 

1.21 

Y.S. 

70 

0.13(0.36) 

0.82 

80 

1.46 

0.42 


Values in parentheses were obtained at the end of the 5-day control period. 
All other values represent the values on the first day of control period. 


The estimations of vitamin C in the fasting samples of blood 
of the mothers and infants during the control period and 
following supplementation of the diet are given in table 2. 
Of the 15 values for blood obtained from the mothers on the 
first days of control periods, only 4 were above 0.6 mg per 
100 ml, the amount regarded as comparable with health 
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(Smith, ’38; Goldsmith and Ellinger, ’39). The others were 
from 0.04 to 0.38 mg per 100 ml, an amount generally thought 
to indicate deficiency of vitamin C in the tissues. These re- 
sults agree with those of Ingalls, Draper and Teel ( ’38) who 
found 0.3 mg per 100 ml on the fourteenth day postpartum. 
In 5 instances vitamin C was determined also in samples ob- 
tained after the mothers had received for 5 days the diet 
supplied during the control period. The blood level remained 
unchanged at 0.8 mg for 1 subject (V.L.) but the other 4 values 
showed increases of 0.35, 0.44, 0.35, and 0.23 mg. 

After increasing the daily intake of vitamin C 4 to 8 times, 
the blood serum values of the women increased to within the 
range of saturation for non-pregnant non-lactating women 
(Storvick and Hauek, ’42; Goldsmith and Ellinger, ’39; 
Faulkner and Taylor, ’38 ; Todhunter and Robbins, ’40 ; 
Fincke and Landquist, ’42), ranging from 0.9 to 2.2 mg per 
100 ml of blood serum. The increases in concentration, with 
1 exception, ranged from 1.6 to 11 times the values obtained 
the first day of the control period. The blood of M.S., was 
extremely low, 0.04 mg, at the start of the control period and 
increased to 1.12 mg following supplementation of her diet. 
Values after supplement were only 2 to 4 times greater than 
the determinations made following 5 days of eating the diet 
given during the control period. 

DISCUSSION 

Traversaro and Quesada ( ’38) have stated that the upper 
limit of vitamin C concentration in the blood and milk can be 
reached with food, or with crystalline vitamin C in the ease 
of deficiency. Selleg and King (’36) observed that mothers 
with high initial vitamin G concentrations in milk showed 
relatively small increases when vitamin C supplements were 
given. It has been suggested (Traversaro and Quesada, ’38; 
Baumann, ’37) that there is an upper limit to the vitamin C 
secretion by the mammary gland, probably averaging between 
7 and 8 mg per 100 ml. The data obtained in the present study 
support the belief in an upper limit of vitamin C concentra- 
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tion in human milk but emphasize the variabi.ity of that limit 
in different women. 

Ingalls, Draper and Teel (’38) gave 300 and 600 mg' vitamin 
C to nursing women during the first 2 weeks postpartum. 
After the first week the group receiving 600 mg of vitamin € 
per day had no greater concentration of vitamin C in their 
blood and milk than the group receiving 300 mg. They con- 
cluded that both groups had reached saturation at the end of 
the first week and that the excess vitamin was probably ex- 
creted in the urine. The ascorbic acid of the blood after 1 and 
2 weeks rose to 1.38 and 1.44 mg per 100 ml in the supple- 
mented groups. The milk values ranged from 5.0 to 9.5 and 
averaged 7.2 and 7.4 mg per 100 ml at the end of the first and 
second Aveeks, respectively. Selleg and King (’36) supple- 
mented the diets of 2 groups of women with orange juice, 
equivalent to 210 and 430 mg of vitamin C per day during the 
first 10 days postpartum. The vitamin C concentration in the 
milk after supplementation rose to 7.3 and 8.1 mg per 100 ml 
on the tenth day. It would appear that the supplements given 
in these 2 studies served merely to bring the subjects’ dietary 
intakes to an adequate level or to offset earlier poor nutri- 
tional state, for the values attained with the supplements 
compare with data presented from this laboratory (Munks, 
Robinson, Williams and Macy, ’45) for the concentration of 
vitamin C in milk secreted during the first 10 days postpartum 
by healthy mothers receiving vitamin C only from a good 
diet of natural foods. 

Widenbauer and Kfihner (’37) determined for 6 mothers, 
1 week to 16 months postpartum, the ascorbic acid in urine 
and milk per day during a preperiod and during a period of 
20 to 27 days of oral administration of 400 to 500 mg of 
ascorbic acid per day. The subjects had very poor dietary 
histories and the study diets contained, besides potatoes and 
vegetables, small amounts of salad, but no fruit. When vita- 
min C excretion in urine rose a little, less vitamin C was 
given until excretion rose abruptly. The amount was then 
reduced until an approximate value for daily requirement 
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was reached. The ascorbic acid content of the breast milk was 
0.5 to 2.2 mg per 100 ml before and 3.8 to 7.5 mg following 
supplementation. They comment that the values in the litera- 
ture (4 to 7 mg per 100 ml) must have been obtained with 
milk from women who ate good diets with respect to vitamin 
C and conclude that their 6 women were vitamin C deficient 
to a greater or lesser extent as demonstrated by the satura- 
tion deficit. The daily ascorbic acid secretions in the milk 
before saturation were 5, 5, 4, 14, 13, and after supplementa- 
tion were 10 mg and 60, 20, 18, 68, 78, 34 mg, respectively, 
increases to 3 to 11 times the earlier values, whereas the 
values reported in the present paper were only doubled. The 
daily excretions of the vitamin after supplement reported by 
Widenbauer and Kiihner are within the range of the values in 
table 1 and indicate that the magnitude of increases in excre- 
tion of vitamin C supplements is dependent on the diets which 
the mothers have received for some time. 

Widenbauer and Kiihner concluded that the nursing mother 
requires 80 to 100 mg vitamin C per day in order to secrete 
40 to 50 mg for the infant. From the data presented in this 
and the preceding paper it would seem necessary to supply 
the mother with considerably larger amounts, especially if 
based on values calculated from the literature, to assure the 
infant 40 to 50 mg per day. However, whether infants actually 
require that much vitamin C is not known. To eliminate the 
possibility of inadequate intakes of this important vitamin, 
common pediatric practice is the early .addition of orange 
juice to even the breast-fed baby’s diet. 

It has been observed that there is a relatively slow and 
limited rise in the antiscorbutic value of breast milk when 
patients receive a special supplement of fruit juice equivalent 
to 210 or 430 mg of ascorbic acid per day. Sel’eg and King 
( ’36) considered this noteworthy in that it provided an indica- 
tion of a maximum and approximately optimum level of secre- 
tion, above which an excessive dietary intake results chiefly 
in a rapid urinary excretion without disturbing the lactation 
level. Other investigators (Chu and Sung, ’36) found that a 
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sudden increase in the urinary excretion of vitamin did not 
occur until a large dose of vitamin had been given for 3 to 
6 days, showing that the storage of vitamin C in the tissues 
of the mothers was very low at the beginning of the experi- 
ment. Once the peak was reached, the daily urinary output of 
vitamin C tended to be fairly constant, amounting to about 
60% of the intake. They observed that excretion dropped 
abruptly with the discontinuance of the added vitamin. 

Similar to the observation of Selleg and King, in a study of 
underfed mothers Chu and Sung (’36) observed that with an 
increase or decrease of vitamin C supply in the diet there was 
a corresponding fluctuation in the vitamin- C content of milk, 
but the change was very slow and steady, being entirely 
different from the type of response in the urinary excretion. 
They suggest that “since milk is a product of secretion rather 
than excretion, it behaves like body tissue in this respect.” 
After it had reached a saturation level, which was around 
8 mg per 100 ml, the concentration of vitamin 0 in the milk 
remained high for about 10 days, even after the extra supply 
of the vitamin was discontinued. 

The preceding paper emphasized the impossibility, at pres- 
ent, of distinguishing vitamin C storage from requirement for 
the substance. The same paper demonstrated that vitamin C 
in fasting blood samples could not be used as a criterion of 
the health of a nursing mother, the adequacy of her diet, or 
the vitamin C content of her milk and that there is a wide 
range of normal variation among healthy women. In the 
present study administration of 750 mg of ascorbic acid per 
day to healthy mothers eating good diets and successfully 
nursing their babies produced increases in the concentration 
of the vitamin in their milk and in fasting samples of their 
blood. However, these increases accounted for only a small 
fraction of the increases in intake, the greater portion of 
which was excreted in urine. During the control period the 
infants’ blood levels (table 2) were much higher than their 
mothers’, ranging from 0.50 to 3.00 mg per 100 ml. After 
the period of supplement the infants’ blood contained 0.42 
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to 1.63 mg of vitamin C per 100 ml. In only 9 of 15 instances 
did the blood levels increase following ingestion of their 
mothers’ milk with increased concentration. Without any 
evidence that the increased levels in the mothers’ blood were 
beneficial to them, or that the increased concentrations in 
milk were helpful to their infants, the conclusion of the 
preceding paper seems justified: “. . . it seems that the 
Recommended Dietary Allowances (’45) of the Food and 
Nutrition Board of the National Research Council provide 
for adequate amounts of vitamin C to meet normal require- 
ments during lactation and prevent depletion of body stores, 
provided during pregnancy the nutritional status of the 
mother has been adequate with respect to the vitamin.” 

SUMMARY 

Values obtained by analysis for vitamin C in the milk, blood 
and urine of healthy mothers and in the blood of their breast- 
fed infants following administration of 750 mg of ascorbic 
acid per day for 6 to 14 days, have been compared with cor- 
responding data for the same women and their infants during 
5-day intervals immediately preceding the supplement period 
when analyses of the mothers’ diets showed average intakes 
to be 102 to 228 mg of vitamin C per day. 

Although the average levels of vitamin C in the breast milk 
and in fasting blood samples were higher following sup- 
plementation of the diet, the major portion of the ascorbic 
acid given was represented by increases in urinary excretion. 
The data suggest that the amount of vitamin C recommended 
by the Food and Nutrition Board for laetating women is 
sufficient if supplied by natural foods in a diet adequate with 
respect to other dietary essentials and if during pregnancy 
the nutritional status of the mother has been satisfactory. 
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TWO FIGURES 

(Beeeived for publication February 17, 1947) 

It has been postulated by Peck et al. (’43) that keratosis 
follicularis is a deficiency syndrome which may be caused by 
either a hereditary or an acquired weakness in absorption 
of vitamin A or in conversion of provitamin A to vitamin A. 
In 10 cases of this disease he reports 8 with the vitamin A 
content of the blood below “normal limits,” and 2 at the 
lower limits of “normal.” Carelton and Steven (’43) and 
Cornbleet et al. ( ’44) report a total of 5 cases of this disease 
with no evidence of vitamin A deficiency in the blood. 

In view of these different findings it was believed worth- 
while to investigate, first, if individuals with folliculosis do 
have abnormally low vitamin A and carotene serum levels and 
secondly, if these individuals exhibit a weakness in the ab- 
sorption of vitamin A. 

METHODS AND PROCEDURES 

Children were selected for study since Pierce et al. ( ’45) 
found a high incidence of folliculosis among Burlington chil- 

1 The work was supported in part by grants from Merck and Company, Inc., 
Milbank Memorial Fund and National Vitamin Foundation, Inc. 
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dren. Children from Burlington Public and Parochial schools 
and from St. Joseph’s Orphanage were examined for the 
presence of folliculosis. 2 Two hundred and fifteen were chosen 
for the folliculosis group and 179 for the non-folliculosis 
group. Finger-tip blood was taken from each child at the 
time of the physical examination for the determination of 
vitamin A and carotene by the methods of Bessey et al. ( ’46b). 

Vitamin A absorption studies were made on 36 Orphanage 
children between the ages of 8 and 15 years. Nineteen of 
these children had folliculosis and were used as a “test 
group” and 17 without folliculosis were used as a “control 
group. ’ ’ Vitamin A capsules 3 containing 50,000 I.U. were 
given to 12 “test” and 12 “control” children and 25,000 I.U. 
to 7 “test” and 5 “control” children. Finger-tip blood was 
taken prior to the vitamin administration and 4, 5, 6, 8 and 
24 hours thereafter, for vitamin A and carotene determina- 
tions. 

No effort was made to control the diet of these children 
since it has been shown that ordinary mixed meals have little 
or no effect upon the concentration of either vitamin A or 
carotene in serum (Kimble, ’39). Then too, if any change did 
occur in serum levels due to food ingested it would be rela- 
tively constant for all children since they were institution- 
alized and eating the same food. 

RESULTS 

Table 1 summarizes the data obtained from the determina- 
tion of serum vitamin A and carotene values of children with 
and without folliculosis. The average vitamin A concentra- 
tions for both groups of children were the same, namely 
38 Mg %, whereas the average carotene values were sig- 
nificantly lower in the group with folliculosis. 

2 The extremities were examined for the presence of keratosis follicularis by 
Drs. John H. Browe, Research Associate in Medicine; C. A. Newhall, Assoc. Prof. 
Anatomy; T. H. Harwood, Asst. Prof. Medicine and P. D. Clark, Asst. Prof. 
Pediatrics, Medical College, University of Vermont. 

8 The vitamin A used in this study was supplied by Eli Lilly and Company, 
Indianapolis, Ind. 
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TABLE 1 

Serum concentration of vitamin A and carotene of children 
with and without folliculosis. 



children with 
FOLLICULOSIS 

Vitamin A Carotene 

CHILDREN WITHOUT 
FOLLICULOSIS 

Vitamin A Carotene 

Number of children 

215 

215 

179 

179 

Micrograms per cent 

38 

101 

38 

116 

Standard deviations 

± 9.8 

± 16.5 

± 10.3 

± 45.7 


TABLE 2 

Vitamin A serum levels of test and control children after oral 
administration of 50,000 l.TJ. of vitamin A . 


SUBJECT BASAL 


HOUR AFTER VITAMIN A ADMINISTRATION 
4 5 6 8 24 


fig °/o vitamin A in serum 
Control Group 


1 

35 

141 

187 

88 

58 

42 

2 

32 

51 

78 

81 

44 

47 

3 

27 

98 

128 

69 

75 

41 

4 

27 

61 

85 

53 

47 

36 

5 

26 

62 

129 

138 


40 

6 

28 

33 

40 

51 

54 

39 

7 

30 

43 

194 

88 

74 

38 

8 

26 

90 

196 

111 

46 

28 

9 

19 

37 

159 

120 

41 

34 

10 

19 

29 

84 

100 

47 

31 

11 

36 

81 

114 

95 

58 

29 

12 

27 

81 

91 

50 

39 

21 

Average 

27.6 

67.2 

123.8 

87.0 

52.9 

35.5 

St. dev. 

± 5.4 

± 31.2 

± 49.0 

± 26.9 

Test Group 

± 11.6 

± 6.9 

13 

29 

84 

183 

122 

67 

36 

14 

30 

54 

80 

56 

86 

48 

15 

34 

67 

212 

122 

74 

66 

16 

27 

21 

48 

30 

28 

37 

17 

46 

91 

118 

75 

60 

71 

18 

31 

26 

88 

86 

80 

40 

19 

26 

81 

171 

126 

86 

26 

20 

18 

46 

126 

107 

98 

25 

21 

26 

43 

171 

156 

75 

38 

22 

23 

12 

39 

45 

47 

32 

23 

27 

37 

152 

97 

40 

35 

24 

19 

48 

100 

121 

67 

34 

Average 

28.0 

50.8 

123.9 

95.5 

67.3 

40.6 

St. dev. 

± 6.9 

± 10.9 

± 20.8 

± 13.1 

± 6.7 

±: 4.4 
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TABLE 3 

Vitamin A serum levels of test and control children after oral 
administration of 25,000 I.U. of vitamin A. 


SUBJECT 



HOUR AFTER VITAMIN A ADMINISTRATION 


BASAL 

4 

5 

6 

8 

24 

25 

20 

103 

/iff % vitamin A in serum 

Control Group 

41 49 22 

18 

26 

28 

77 

83 

78 

71 

33 

27 

15 

86 

105 

118 

51 

26 

28 

28 

37 

64 

55 

. . 

24 

29 

37 

39 

48 

41 

39 

38 

Average 

26 

68 

68 

68 

45 

28 

St. dev. * 

± 7.6 

± 26.2 

± 23.4 

dr 27.8 

±17.9 

± 7.0 

30 

33 

50 

58 

Test Group 

46 

32 

31 

24 

13 

22 

34 

38 

30 

32 

15 

23 

66 

44 

34 

15 

33 

29 

59 

57 

50 

35 

31 

34 

22 

88 

87 

65 

32 

27 

35 

23 

31 

90 

46 

26 

21 

36 

21 

26 

97 

150 

58 

22 

Average 

24 

41 

68 

65 

38 

25 

St. dev. 

dr 5.4 

± 24.0 

dr 20.8 

± 39.2 

±9.8 

± 5.8 


In the absorption study, the basal vitamin A levels and 
those for 4, 5, 6, 8 and 24 hours after the administration of 
vitamin A are presented in tables 2 and 3. The average rise 
in serum vitamin A and the ensuing average drop for each 
interval of time after the ingestion are noted, for both the 
“test” and “control” groups, in figures 1 and 2, and the 
resulting curves are designated as average “tolerance” 
curves. 

In all but 2 cases the maximum rise in serum concentration 
was reached on either the fifth or sixth' hour after ingestion. 

Pig. 1 The average 1 ‘ tolerance ’ ’ curves for 12 children with f olliculosis 
(Test group) and 12 children without folliculosis (Control group) after the 
ingestion of 50,000 I.U. of vitamin A. 

Pig. 2 The average 1 ‘ tolerance '* ’ curves for 5 children without folliculosis 
(Control group) and 7 children with folliculosis (Test group) after the ingestion 
of 25,000 I.U. of vitamin A. 
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TABLE 4 

Serum carotene levels of test and control children after oral administration 




of 50,000 

and £5,000 

I.U. of vitamin A. 



SUBJECT 

BASAL. 


HOUR AFTER VITAMIN A ADMINISTRATION 


4 

5 

6 

s 

24 




fig % vitamin A in serum. 







Control Group 






After 50,000 I.U. of vitamin A 


1 

74 

69 

78 

67 

68 

72 

2 

79 

79 

75 

76 

76 

76 

3 

91 

89 

96 

92 

95 

89 

4 

61 

57 

63 

61 

61 

64 

5 

64 

61 

61 

65 


68 

6 

67 

65 

66 

62 

67 

62 

7 

90 

86 

85 

84 

89 

86 

8 

82 

78 

75 

75 

74 

79 

9 

109 

106 

95 

100 

104 

107 

10 

84 

88 

79 

80 

84 

84 

11 

120 

124 

112 

110 

113 

110 

12 

88 

88 

83 

80 

85 

84 




After 25,000 I.U. of vitamin A 


25 

75 

75 

70 

73 

69 

70 

26 

85 

87 

84 

85 

83 

80 

27 

50 

55 

51 

55 

53 

51 

28 

54 

54 

51 

50 

53 

50 

29 

32 

32 

30 

29 

30 

33 





Test Group 






After 50,000 I.U. of vitamin A 


13 

62 

64 

59 

58 

62 

68 

14 

77 

75 

74 

74 

80 

74 

15 

80 

79 

85 

83 

79 

83 

16 

87 

86 

86 

86 

90 

86 

17 

80 

78 

78 

80 

78 

82 

18 

55 

56 

60 

55 

52 

54 

19 

56 

54 

54 

55 

54 

56 

20 

94 

100 

94 

92 

94 

94 

21 

60 

62 

62 

61 

58 

59 

22 

62 

59 

54 

58 

60 

59 

23 

75 

71 

71 

70 

70 

73 

24 

77 

76 

73 

73 

75 

77 




After 25,000 I.U. of vitamin A 


30 

31 

32 

28 


31 

29 

31 

54 

60 

54 

57 

54 

58 

32 

28 

29 

27 

27 

28 

31 

33 

57 

56 

54 

54 

60 

55 

34 

66 

59 

58 

57 

57 

55 

35 

79 

85 

81 

77 

80 

81 ■ 

36 

43 

47 

44 

45 

46 

44 
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This maximum rise was, on the average, about 4A and 2£ 
times higher than the average basal values for the 50,000 
and 25,000 I.U. dosages, respectively. At the end of 8 hours 
the concentration was reduced to one-half its peak value and 
by 24 hours was back to normal for the groups receiving 
25,000 I.U. but was still slightly elevated for the group re- 
ceiving the higher dosage. 

The basal carotene levels and those for 4, 5, 6, 8 and 24 
hours after administration of vitamin A are shown in table 4. 

DISCUSSION 

It is evident from the data presented in table 1 that the 
children in this study who have folliculosis do not have lower 
vitamin A serum levels than “normal” children. It is inter- 
esting to note, however, that the serum carotene concentration 
was lower in children with folliculosis. No information is 
available for an explanation of this finding. 

Bessey (’46a) has stated that, from his experiences, the 
normal serum vitamin A and carotene levels range between 
30-70 fig % and 100-300 Mg %, respectively. In this study the 
average serum vitamin A and carotene values for both groups 
of children lie within the lower limits of these ranges. 

It may be noted in tables 2 and 3 that the concentration 
of vitamin A in the serum at any one time after the ingestion 
of this vitamin is variable from child to child and that the 
rate and magnitude of these changes are not necessarily re- 
lated to the basal vitamin A levels 4 or to the presence or 
absence of folliculosis. The average “tolerance” curves for 
children with and without folliculosis are not significantly 
different. In view of these findings it is concluded that the 
children in this study who had folliculosis did not exhibit a 
weakness in absorption of vitamin A. 

The serum carotene levels were not affected by the dosages 
of vitamin A ingested and remained essentially constant 
throughout the 24-hour absorption study period (see table 4). 

4 Steigmann and Popper ( ’44) have reported similar findings in their study 
entitled “The influence of large doses of vitamin A upon the plasma vitamin A 
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These data present additional confirmatory evidence for the 
fact that large doses of vitamin A do not alter the concentra- 
tion of carotene in serum; and that the reaction, carotene 
-> vitamin A appears to be an irreversible one (Peters 
and Van Slyke, ’46). 

SUMMARY 

1. In a survey of 394 children no significant difference was 
found between the serum vitamin A levels of children with 
and without folliculosis. 

2. The serum carotene values were lower in children with 
folliculosis. 

3. The children of both groups are equally capable of ab- 
sorbing vitamin A as indicated by their serum levels after 
the administration of 50,000 and 25,000 I.TT. of vitamin A. 
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THE EFFECT OF FAT LEVEL OF THE DIET ON 
GENERAL NUTRITION 


HI. WEIGHT LOSS, MORTALITY AND RECOVERY IN YOUNG ADULT RATS 
MAINTAINED ON RESTRICTED CALORIES 1 

BRADLEY T. SCHEER, JOHN F. CODIE AND H. J. DEUEL, JR. 
Department of Biochemistry and Nutrition, University of Southern California, 
School of Medicine, Los Angeles 

(Received for publication January 2, 1947) 

Previous papers have described the effects of feeding diets 
varying in fat content ad libitum, and in restricted amounts, 
to weanling rats (Deuel et al., ’47 ; Scheer et al., ’47a). In the 
experiments to be reported here, rats were maintained on a 
stock diet for 19 weeks after weaning, and then transferred 
to the experimental diets, fed in restricted amounts. Measure- 
ments of body weight and physical capacity were made during 
the period of caloric restriction and a subsequent recovery 
period of ad libitum feeding; reproductive performance was 
also tested in the recovery period. The methods used have been 
described earlier (Deuel et al., ’47 ; Scheer et al., ’47b). During 
the present "work the restricted food portions were fed daily, 
instead of every second day, as in the earlier experiments. 
Three hundred rats were divided into groups at weaning and 
kept in large cages in groups of 4 for 19 weeks. At the end of 

1 The subject matter of this paper has been undertaken in cooperation with 
the Committee on Pood Research of the Quartermaster Food and Container Insti- 
tute for the Armed Forces. The opinions or conclusions contained in this report 
are those of the authors. They are not to be construed as necessarily reflecting 
the views or indorsement of the War Department. 

We are indebted to Merck and Co., Rahway, 1ST. J., for the synthetic B vitamins ; 
to the Winthrop Chemical Co., Albany, N. Y., for the crystalline vitamin D 2 and 
to Lederle Laboratories, Inc., Pearl River, N. Y., for the folic acid. 


641 


642 


BRADLEY T. SCHEER AND OTHERS 


this time, they were transferred to smaller individual cages 
and fed the experimental diets in restricted amounts. 

RESULTS 

Weight loss ■ 

On the basis of a preliminary experiment, in which young 
adult rats were maintained on the stock diet at various levels 
of caloric intake for 6 weeks, it was calculated that an intake 
of 24 cal. per day would result in a weight loss of 50% in 12 
weeks. After 8 weeks on the experimental regime, the weights 
of the animals receiving the diets with various amounts of 
fat at a level of 24 cal. per day were greater than had been 
predicted (table 1) ; we accordingly reduced the caloric intake 
to 12 cal. per day. After a total experimental period of 12 
weeks, the males had lost 40 to 50% of their initial weight, 
while the females had lost 30 to 40%. 

Table 1 presents the mean weights with their standard 
errors at intervals of 4 weeks during the restricted period. It 
is apparent that the greatest weight loss was observed on diet 
60b, containing no fat but with 1% methyl linolate, while the 
smallest losses were observed on diet 63, containing 20% fat, 
and the stock diet, containing 14% fat. Those differences which 
might have occurred by chance less than once in 100 samples 
(difference/standard error > 2.5) are also tabulated in table 
1. The results presented appear to justify the conclusion that 
loss of weight under conditions of severe caloric restriction 
is greater when the diet contains 10% of fat or less than when 
it provides 15 to 40% of fat. However, there is no evident 
advantage of the 40% level over 20%. The apparent superi- 
ority of the stock diet during' the last weeks of the experiment 
resulted from a failure of appetite in the other groups, as will 
be noted later. 

Mortality 

In earlier work, we noted that mortality among weanling 
rats fed restricted calories was highest on diet 61 (5% fat) 
and least on the stock diet (14%) and diet 64 (40%). A very 
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TABLE 1 


Weights of young adult rats fed experimental diets in amounts to provide 24 cal. 
per day for 8 weeks, followed by 12 cal. per day for 4 iveelcs. 


DIET 

NO. 

PAT 


BODY WEIGHT IN GM 1 


M.D. : S.E.M.D. 2 

CONTENT 

IN % 

Start 

4 wks. 

8 wks. 

12 wks. 

8-wk. 12-wk. 

period period 




Male rats 



60B 

o 3 

269.5 ± 

220.7 ± 

200.1 ± 

126.5 ± 

62, 3.0; 63, 3.4; 



5.4 

1.5 

3.8 

4.5 

63, 3.9; 64, 3.2. 
S., 3.1. 

61 

5 

264.9 ± 

223.2 ± 

211.8 ± 

128.0 ± 

63, 3.1; 



2.0 

3.7 

3.9 

4.6 

64, 2.9. 

62 

10 

274.9 ± 

235.2 ± 

218.4 ± 

134.6 ± 

63, 2.5. 



5.7 

3.6 

4.7 

3.9 


63 

20 

267.4 ± 

225.7 ± 

216.7 ± 

147.9 ± 




7.1 

4.8 

2.0 

4.4 


64 

• 40 

263.1 ± 

215.2 ± 

201.3 ± 

142.6 ± 

62, 2.6; 



6.2 

5.2 

4.6 

12.1 

63, 3.1. 

S 4 

14 

268.4 ± 

224.6 ± 

213.7 ± 

145.6 ± 




4.5 

2.9 

2.3 

6.5 





Female 

rats 



60B 

O 3 

183.4 ± 

163.3 ± 

164.1 ± 

116.2 ± 

61, 3.5; S., 3.1. 



3.2 

2.6 5 

1.4 

5.5 

62, 4.0; 

63,5.2; 

S., 3.8. 

61 

5 

189.2 ± 

168.9 ± 

171.6 ± 

105.0 ± 

63, 5.0; 



5.7 

1.2 

1.9 

2.5 

S., 8.5. 

62 

10 

188.7 ± 

176.0 ± 

180.3 ± 

113.8 ± 

60B, 4.O. 5 S., 4.9. 



3.1 

2.0 

2.0 

3.5 


63 

20 

182.9 ± 

169.3 ± 

177.7 ± 

124.7 ± 

S., 2.5 



3.6 

2.4 

2.2 

3.1 


64 

40 

188.6 ± 

167.3 ± 

169.7 ± 

121.5 ± 




3.4 

2.6 

2.3 

7.6 


S 4 

14 

189.8 ± 

171.6 ± 

174.1 ± 

134.6 ± 




8.9 

3.1 

2.2 

2.4 



1 Including tlie standard error of the mean calculated as follows — V Sd 2 /n/ V h 

where is the deviation from the mean and <c n” is the number of observations. 

2 Ratio of mean difference to standard error of mean difference. When this is 
2.5, it indicates that the chances that such a difference might arise by chance are 
no more than 1 to 100. 

3 Containing 1.0% methyl linolate. 

4 Stock diet. 

5 Ratio M.D. : S.E.M.D. for 4-week period. 
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similar distribution of mortality among the groups was noted 
in this study (table 2). In the present experiment, death 
was often preceded by appearance of bloody incrustations on 
the coat, and lack of appetite. The bloody coats were especially 
evident on the abdomen and forelimbs in females ; the source 
of the discoloration was not certain although nasal bleeding 
was observed in a few instances. A short time after this phe- 
nomenon was noted, some of the animals failed to consume 
their daily food portion completely. This lack of appetite 
appeared first on diet 61 (5%), then on 62 (10%) and 60 (0%), 
and finally on 63 (20%) and 64 (40%). The animals fed the 
stock diet retained a vigorous appetite throughout the ex- 
periment. Finally during the last weeks of the experiments, 
animals began to die. This was not always simply the result 
of failure to eat, since a number of animals continued to eat 
regularly until they died. In other cases, however, animals 
failed to eat even after transfer to ad libitum feeding in large 
cages. These animals died during the thirteenth week 
(table 2). 

There seems to be no obvious explanation for these observa- 
tions. The lack of appetite suggests a deficiency of thiamine, 
but the diets used have supported excellent growth, reproduc- 
tion and lactation when fed ad libitum. The superiority of the 
stock diet suggests the possibility that vitamins were present 
in the natural foods (wheat, oats, yeast, alfalfa) comprising 
this diet, or were synthesized by intestinal flora, which were 
not available to animals on the synthetic diets. It is possible 
that, under the special conditions of this experiment, signifi- 
cant alterations in intestinal synthesis might appear. We have 
often noted transient loss of hair on the head and shoulders, 
suggesting biotin deficiency, after transfer from restricted to 
ad libitum feeding. Experiments are now in progress to test 
these points further. 

The results of the tests of physical capacity have been pre- 
sented elsewhere (Scheer et al., ’47a). They add no further 
illuminating details to the general picture ; a marked decrease 
in endurance appeared in all groups but was not related to 
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fat content in the diet. Recovery was rapid and complete 
in all groups. 


TABLE 2 


The total mortality , bleeding and lack of appetite in young adult rats fed experi- 
mental diets at levels of 24 cal. per day for 8 weeks and 12 cal. per day 
for following 4 weeks. 


WEEKS OK 
RESTRICTED 
DIET 




RESULTS AFTER FOLLOWING DIETS 




60B 

cT 

$ 

cf 

61 

$ 

62 

cT 

9 

63 

cT 

9 

cf 

64 

9 





Total mortality 






10 




4 







11 

4 


8 

4 

4 

4 



4 


12 

35 

21 

67 

32 

56 

29 

24 

16 

4 

4 

13 

65 

58 

75 

44 

70 

50 

52 

36 

12 

20 





Bleeding 






7 






4 





8 




12 


13 





9 




16 


22 





10 




12 

4 

22 


4 



11 



9 

12 

13 

18 

13 

8 







Loss of appetite 






8 



25 

52 







9 



29 

52 







10 

9 

37 

92 

96 

50 

69 

4 



8 

11 

77 

84 

100 

100 

96 

100 

87 

100 

13 

28 

12 

94 

100 

100 

100 

100 

100 

100 

100 

35 

68 


Recovery of body weight 

At the end of 12 weeks, most of the surviving animals were 
returned to large cages and fed the same diets ad libitum. 
Several from each group, however, were sacrificed for deter- 
minations of body composition. The mean weights of the 
survivors with their standard errors, are presented in table 
3. The high mortality, especially among the males, reduced 
the number of animals involved ; consequently the differences 
are not always statistically significant; those for which the 
probability of a similar result by chance is less than 1 in 100 
are tabulated at the right of the table. The superiority of 
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TABLE 3 


Changes in weight of young adult rats surviving a 12-weeTc period of severe calorie restriction 
during a subsequent period of ad libitum feeding . 


DIET 

no. 

no. 

OF 

RATS 


BODY WEIGHT IN GM 1 



M.D 

. : S.E.M.D. 2 

Start 

After 

12 wks. 

Recovery period 

3-\’ 

vk. 6-wk. 

0 - ■ re- 

ery covery 

re- 

stricted 

3 wks. 

6 wks. 

9 wks. 

cov 





Male rats 





60B 3 

4 

273.0 ± 

140.2 ± 

173.2 ± 

242.9 ± 



63, 3.7; 



15.9 

8.5 

53.2 

12.9 



8., 2.5. 

61 

1 

296 

128 

172 

247 

277 



62 

1 

250 

130 

248 

283 




63 

6 

274.0 ± 

159.7 ± 

259.5 ± 

304.7 d= 

303.7 ± 





12.2 

7.3 

8.3 

10.5 

12.9 



64 

12 

260.9 ± 

140.4 ± 

237.4 ± 

291.6 ± 






10.2 

5.0 

8.0 

5.3 




S 4 

15 

267.5 ± 

147.7 ± 

244.1 ± 

286.9 ± 






5.6 

8.7 

6.0 

11.9 








Female rats 





60B 3 

7 

187.9 ± 

121.0 ± 

171.4 ± 



63, 

4.8; 



7.2 

4.0 

7.1 



64, 

3.3; 








S., 

4.0. 

61 

6 

192.8 ±. 

112.8 ± 

184.8 ± 

212.7 ± 

218.5 ± 

63, 

4.4; 63, 2.7. 



7.5 

5.5 

4.4 

5.3 

7.9 

S., 

3.1. 

62 

6 

187.0 ± 

122.2 ± 

177.2 ± 

203.2 ± 

213.0 ± 

63, 

3.2; 



8.2 

13.8 

10.0 

13.3 

16:6 

S., 

2.5. 

63 

10 

191.1 ± 

133.6 ± 

211.5 ± 

235.0 ± 


61, 

2.8. 5 64, 2.6; 



4.9 

4.9 m 

4.2 

6.2 



8., 3.6. 

64 

13 

192.1 ± 

123.1 ± 

198.5 ± 

212.6 ± 

213.6 ± 





3.7 

3.7 

4.1 

5.8 

5.9 



S 4 

20 

190.2 ± 

134.3 ± 

205.0 ± 

205.4 =t 

217.5 ± 

60B,4.5 ; 



3.5 

2.2 

4.7 

5.3 

6.2 

61, 

3.6; 








64, 

2. 6, 5 


1 Including the standard error of the mean calculated as follows = V 2d 2 /n/ V n where “d M 
is the deviation from the mean and << n ,? is the number of observations. 


2 Ratio of mean difference to standard error of mean difference. When this is 2.5, it indicates 
that the chances that such a difference might arise by chance are no more than 1 to 100. 

3 Containing 1.0% methyl linolate. 

4 Stock diet. 

5 Ratio M.D. : S.E.M.D. for 12-week restricted period. 
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diet 63 ( 20 % fat) in supporting recovery of body weight 
is evident in the female series. It is of interest to note here 
that the stock diet, which supported rapid gain in weight to a 
value slightly above the weight at the beginning of the ex- 
periment, did not permit as great eventual gains as did diet 63. 

Reproductive performance 

Immediately after transfer to ad libitum feeding, 5 females 
from each dietary group were placed in separate large cages 
with males from the same group if these were available. Only 
1 litter was born to animals subsisting on diets 60b and 62 and 
none on diet 61 while 5 litters were produced each by the fe- 
males on diets 63 and 64 and 4 on the stock diet. None of the 
litters was successfully raised to weaning in spite of the fact 
that the number of young per litter was small. The results 
are in sharp contrast with those presented earlier (Scheer, 
’47b) in which most of the litters born to rats which had been 
subjected to caloric restriction immediately after weaning 
were reared successfully. Evidently recovery of reproductive 
capacity after such severe restriction is much less rapid than 
recovery of body weight or physical capacity. 

DISCUSSION 

The experiments presented in this series of papers (Deuel 
et al., ’47; Scheer et al., ’47a, ’47b) have invariably resulted in 
the same conclusions ; in every case, animals performed more 
satisfactorily when fed diets containing liberal amounts of fat 
than when fed diets containing little or no fat. It is possible 
to explain the growth effects with ad libitum feeding on the 
basis of increased caloric intake with higher fat content of the 
diet. The results with restricted isocaloric feeding cannot be so 
explained. The valuable observation of Forbes et al. (’46a, 
’46b) that the metabolic efficiency of food utilization is greater 
when fat is present suggests one important possible explana- 
tion.- It does not seem however, that all of the effects which 
we have observed, i.e., on physical capacity, resistance to 
undernutrition, reproduction and lactation, can be the result 
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simply of increased efficiency of food utilization. Rather, it 
appears that fat must take an active part in a variety of fun- 
damental vital processes underlying the phenomena which we 
have observed. Increased fat in the diet, then, would be 
expected to increase the effectiveness of all of these processes 
by providing a readily available stock of fat, thus obviating 
the relatively expensive necessity of fat formation from 
carbohydrate. In this view, fat is no longer the inert storage 
material of the older biochemistry, but an active component 
of the metabolic machinery. 

SUMMARY 

When young adult rats are subjected to severe caloric re- 
striction on diets varying in fat content, weight loss is less 
rapid, and mortality is less, on diets containing liberal amounts 
of fat than on a fat-free diet. During recovery from the 
period of caloric restriction, weight loss is more rapidly re- 
gained, and reproductive capacity is superior on diets con- 
taining fat. Reproductive capacity is still subnormal 4 to 
6 weeks after transfer to ad libitum feeding, a time when body 
weight and physical capacity have returned to normal. The 
significance of the results of the present series of experiments 
is briefly discussed in relation to the role of fat in metabolism. 
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ONE FIGURE 

(Received for publication February 8, 1947) 
INTRODUCTION 

During the course of the war the Nutrition Division, Office 
of the Surgeon General, U.S. Army, under the direction of 
Col. John B. Youmans, formulated detailed plans for nutri- 
tional surveys of civilian populations in liberated and occupied 
countries. When the defeat of the German armies in the 
Netherlands appeared imminent early in March, 1945, a survey 
team was requested by the Public Health Branch of Supreme 
Headquarters Allied Expeditionary Forces and was imme- 
diately dispatched to that area. This team joined a similar 
Canadian group headed by Wing Commander J. M. McCreary 
in performing a series of 1-day surveys of newly liberated 
cities and towns during the advance into southern Holland 
with the First Canadian Army. These rapid surveys were 
designed to furnish Civil Affairs detachments with immediate 
information about local food supplies and nutritional con- 
ditions. 

1 Presented at the meetings of the Agricultural and Food Division, American 
Chemical Society at Chicago, September 9-12, 1946. 

2 On leave; Captain, Sn.C., 'Army of the United States. 

“Consultant to the Surgeon General, United States Army. 
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Each survey team consisted essentially of the following: 
a medical officer with special training in deficiency diseases ; 
a nutrition officer with special training in obtaining dietary 
histories, and in conducting* biochemical studies; a senior 
Dutch medical student who acted as interpreter and assistant ; 
and clerical personnel. The American team was equipped 
with a portable laboratory designed and constructed by the 
senior author with the cooperation of Drs. R. E. Johnson 
( ’45), 0. A. Bessey and 0. H. Lowry ( ’45), for making certain 
laboratory studies in the field such as hemoglobin, serum 
protein, plasma ascorbic acid, and urinary excretion tests 
for thiamine j riboflavin, nicotinic acid, chlorides, albumin and 
ketone bodies. It proved impractical however to attempt 
laboratory investigations in connection with the rapid surveys 
because of the emphasis on speed and movement. When de- 
tailed surveys were carried out in the cities of western Holland 
much biochemical work was done. 

The First Canadian Army was moving northward into 
central Netherlands against very determined resistance during 
April and early May, 1945. The British Second Army mean- 
while had swung to the east and moved rapidly northward 
along the Dutch German border, thus effectively cutting off 
a large number of German forces from their bases of supply. 
As the German forces and large numbers of inhabitants were 
steadily forced back into the smaller, more densely popu- 
lated, and less agriculturally productive area of western 
Holland reports of hunger and starvation in the civilian 
population were received in ever increasing numbers. Al- 
though unconfirmed, such reports seemed logical in view of the 
general overcrowded condition and the customary practice 
of German troops to live off the land. Accordingly, detailed 
plans and procedures of operation for the assessment of 
nutritional conditions and possible relief measures were for- 
mulated with Dutch, British and American authorities by 
the nutrition branch of SHAEF Mission Netherlands under 
the direction of Lt. Col. H. R. Sandstead, H.S. Public Health 
Service. 
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Following the capitulation of the German military forces 
in western Holland on May 7, 1945, similar rapid surveys 
were made in that area to determine the immediate needs of 
the population for emergency food supplies, medical care and 
for aid from Netherlands Red Cross feeding teams. In general 
only poor sections of the cities were sampled in these pre- 
liminary studies and nutritional conditions were found to be 
much more severe than in southern and eastern Holland. 
By the time these studies were completed on May 18, 1945, 
conditions had improved considerably. Emergency food sup- 
plies were being distributed and Netherlands Red Cross 
feeding teams were setting up and operating a number of 
emergency hunger wards in many of the hospitals. 

The Canadian and American survey teams were then joined 
by a British unit and mobile laboratory headed by Dr. H. M. 
Sinclair and each of the teams was augmented with Dutch 
physicians, biochemists, dietists, secretarial and other per- 
sonnel. Detailed surveys were then undertaken in Leiden 
and The Hague by the British team, in Utrecht and Am- 
sterdam by the Canadian team and in Delft and Rotterdam 
by the American team. Nearly 14,000 persons of all ages and 
economic groups were surveyed in these comprehensive 
studies which were completed by the end of June, and definite 
evidence of widespread starvation was recorded (Burger et al., 
’45). Results were used to advise allied authorities regarding 
the kinds and quantities of food needed during the period of 
recuperation ; to advise and support Dutch food and health 
authorities; and to determine the effects of extended under- 
feeding on the entire population. With reference to the latter 
purpose it should be mentioned that a monograph is being 
prepared by Dutch, British, Canadian and American investi- 
gators which will constitute a comprehensive scientific report 
of the causes, the course of events, and the results of mass 
starvation in Holland. 

The data to be presented and discussed in this report will 
be limited to those obtained in surveys of Rotterdam on May 9 
and again during the period May 29 to June 8, 1945. They may 
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be considered to be representative generally of conditions 
that existed at this time in the other great cities of western 
Holland as judged by the findings of the other teams. Rotter- 
dam is the principal seaport and third largest city of the 
Netherlands. The normal population of 600,000 remained 
unchanged despite the severe German bombings in 1940 that 
destroyed large areas in the heart of the city and that resulted 
in considerable overcrowding and unemployment. It was se- 
lected for a detailed investigation following the rapid survey 
of May 9, 1945, which had indicated a very poor nutritional 
condition of the population. 

PROCEDURE 

A representative sample of the population which included 
all age groups, both sexes, various occupations and economic 
levels was selected in the following manner. An organization 
meeting was held in the office of the Director of the City Health 
Service on May 29th to explain the general plan and purpose of 
the survey. Representatives of the ration distribution office, 
the volunteer women’s organization, the domestic science 
schools and the public health service attended this meeting, 
and definite plans were developed for conducting the survey. 
It was agreed that a total of approximately 2500 people should 
be examined and that these should be divided on the basis of 
50% from the poor, 40% from the middle, and 10% from the 
upper classes to be representative of the entire population. 
Experience with previous surveys had shown that approxi- 
mately 250 persons could be examined in 1 day at 1 location, 
hence 5 poor areas of the city, 4 middle class areas, and 1 
upper class area were chosen carefully to assure scattering 
of the sample throughout the city area. Each such area con- 
tained approximately 2000 people so that a valid sample was 
obtained. 

A second conference was held on the following day in the 
ration distribution office to consolidate plans for obtaining 
complete information on the past and present food ration 
and all other available food. Information obtained during 
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previous surveys indicated that the food situation had been 
steadily deteriorating during the German occupation until the 
autumn of 1944 when it became acute due to a national railway 
strike and the resulting punishment policy that was inflicted 
by the oppressors (Stare, ’45). It was hoped that quantitative 
estimates of actual food consumption during 3 progressive 
periods, October, 1944, February, 1945, and April, 1945, might 
be obtained in order to establish a valid sequence of data 
leading up to the present survey. This plan was accomplished 
through the efforts of the household science teachers of the 
city who questioned approximately 90 families, in proper 
proportion, from poor, middle and upper class communities 
with regard to all food consumed during those months. Ar- 
rangements were also made to obtain records of food distrib- 
uted by the Central Kitchen Organization, the Inter-Church 
Organization, and the Ked Cross. 

Personnel in a representative sample of the hospitals, rest 
homes, old folks homes, orphanages, prisons, and asylums, 
as well as in all 9 emergency hunger hospitals were also 
examined. 

The actual examination of the general population was con- 
ducted at a prearranged time and place in each of the 10 
sections of the city. Here the volunteer women’s organizations 
were found to be invaluable not only in contacting the chosen 
families and seeing that they reported for examination at the 
proper time, but also in assisting with the recording of data 
and in maintaining the even flow of patients through the exam- 
ining rooms. At the start of the examination each person 
was presented with a record card that contained the necessary 
blank spaces for entry of personal data, subjective complaints, 
height, weight, age, physical examination data, and laboratory 
determinations to be recorded as the bearer progressed 
through the clinic. In about 10% of the cases selected at ran- 
dom, complete dietary histories of food consumed during the 
past 24 hours and finger blood samples for hemoglobin and 
serum protein determinations by the gravity gradient method 
were obtained. In addition, approximately 100 venous blood 
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samples were drawn at random from adult personnel and 
were analyzed by the mobile laboratory for plasma vitamin 
A, plasma carotene, ascorbic acid, hematocrit, white cell vol- 
ume, hemoglobin, and total serum protein. 

' RESULTS 

In the rapid and detailed surveys of Rotterdam which were 
conducted on May 9, 1945, and May 29 to June 8, respectively, 
nutritional conditions were found to be very severe with large 
numbers of the population exhibiting evidence of insufficient 
food consumption. Eighty-six per cent of 154 subjects exam- 
ined in the first survey were classified as thin, very thin, or 
emaciated with an estimated adult weight loss of 30 pounds. 
Hunger edema was found frequently, being recorded in nearly 
20% of those examined. Children between the ages of 1 to 12 
years and adults over 60 years of age were in the poorest 
nutritional condition, with the aged most severely affected. 
It was estimated from the survey data as well as by public 
health and other medical personnel that there were in the city 
40,000 cases showing some degree of famine edema. Many 
deaths due to starvation were stated to have occurred, the 
total number being unavailable at the time of the studies. 
However, the death rate during the period January to April, 
1945, had increased more than 100% over that of the previous 
year (table 1). Evidences of specific vitamin deficiencies were 
rarely noted. The average daily food consumption at the time 
of the early survey was approximately 1000 Cal., with a range 
of 500-1500 Cal. The dietary consisted mainly of coarse 
bread, potatoes, sugar beets, other available fresh vegetables, 
and a very limited amount of cereals, dairy products and 
meat. 

In the detailed survey conducted from May 29 to June 8, 
1945, a total of 2660 people, selected to be representative of 
the general population, were examined. In addition, 185 per- 
sons were examined in 20 institutions chosen to be represen- 
tative of the hospitals, asylums, orphanages and old people’s 
homes. Most of the hospitalized hunger patients were con- 
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centrated in emergency hunger hospitals, and hardly without 
exception these patients showed severe cachexia. Patients in 
other hospitals did not present a major problem in under- 
feeding. 

TABLE 1 

General mortality — Rotterdam (January- April). 




1944 

1945 

INCREASE {%) 

Infants (0-1 yr.) . . . . 


. . . 126 

319 

153 

Children (1-5 yrs.) . . . 


78 

173 

122 

Adults (5-65 yrs.) . . . 


910 

2314 

154 

Males 


495 

1715 

246 

Females 


415 

599 

44 

Adults (65 + yrs.) . . 


. .. 1179 

3148 

167 

Males 


537 

2019 

276 

Females 


642 

1129 

76 

Total 


. . . 2293 

5952 

159 

Males 


1159 

4032 

248 

Females 


1134 

1920 

69 



1944 

1945 

INCREASE (%) 

Death rate (per 1000) 

— Rotterdam 

11.5 

29.8 

159 

Death rate (per 1000) 

— Boston 

12.9 

13.0 

1 


The grading in physical appearance of the people examined 
on May 9th as compared with those examined in the later 
survey is shown in table 2. An improvement in physical ap- 
pearance, apparently took place in the interval between the 2 
surveys. The 2 groups, however, were not strictly compar- 
able in that the early survey was conducted in a relatively 
poor area of the city while the latter more detailed study 
included representative groups of all economic means. In 
grading the physical appearance scores in the latter survey 
approximately 40% of the poor people were judged normal, 
50% of the middle class and 80% of the upper class. The 
estimated weight loss averaged 25 pounds in the groups from 
19 to 59 years of age and 40 pounds in those over 60 years, 
with females showing slightly more loss than males. 
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The symptoms of weakness, fatigue, diarrhea, muscle pain 
and paresthesia were prevalent in all groups, especially in 
the aged. Amenorrhea was frequently reported. 

Papillary atrophy, pallor, and follicular hyperkeratosis 
were the commonest clinical findings of nutritional interest 
occurring in 20 to 80% of the people and to a greater degree 
in those from the poor districts. Edema was present in 
about 3% of the people from the poor districts in the 19- to 
59-year age group, and in nearly 12% of those over 60 years 
of age. This shows a considerable decrease in the incidence of 


TABLE 2 

General physical appearance — Rotterdam (May 9 f 1945 ; May 29-Jnne 8, 1945). 



TOTAL NO. EXAMINED 

NORMAL 

FAIR 

POOR 

SEVERE 




% 

% 

% 

% 

Adults 

May 

154 

14 

36 

44 

6 


June 

1511 

48 

46 

6 

0 

Children 

May 

118 

10 

31 

31 

28 


June 

1149 

22 

44 

34 

0 

“Hunger patients n 







Adults 

May 

127 

0 

0 

25 

75 


June 

242 

0 

6 

76 

18 

Children 

May 

none 






June 

380 

0 

5 

62 

33 


edema as compared to the 20% average observed in the earlier 
survey. 

Hemoglobin and total serum protein values, summarized 
in table 3, varied from 11 to 14 gm per 100 ml and 6 to 7.6 gm 
per 100 ml, respectively, with little difference between eco- 
nomic groups. Plasma volume was determined in the emer- 
gency hunger hospitals and was found to be 20 to 30% below 
normal in hunger patients. Average hemoglobin and total 
serum protein values in this group were only slightly below the 
general population averages although much greater variation 
was noted. 
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In addition to the finger blood determinations, approximate- 
ly 100 venous samples were obtained at random from adult 
males and females and were analyzed in the mobile laboratory 
with the following results : hematocrit 41.4 volume % ; white 
cell volume 1.0 volume %; hemoglobin 13.4 gm per 100 ml; 
serum protein 7.5 gm per 100 ml ; plasma vitamin A 108 I.U. 
per 100 ml ; plasma carotene 181 LTJ. per 100 ml ; and whole 
blood ascorbic acid 0.37 mg per 100 ml. Values obtained from 
different economic groups showed no significant variation. 


TABLE 3 

Average hemoglobin and serum protein values — Rotterdam (May 29- June 8 , 1945 ) 


AGE 

NUMBER OF 
DETERMINATIONS 

HEMOGLOBIN 

SERUM 

PROTEIN 

year ft 


gm/100 ml 

gm/100 ml 


Males 



1-12 

25 

12.5 

7.1 

13-18 

17 

13.1 

7.3 

19-59 

57 • 

13.8 

7.4 

60 + 

17 

12.5 

6.9 


Females 



1-12 

24 

12.2 

7.0 

13-18 

11 

12.5 

7.5 

19-59 

77 

12.2 

7.4 

60 + 

8 

12.0 

7.5 


The average daily consumption of nutrients by the 3 eco- 
nomic groups is presented in table 4 and represents nearly 
100% of 'the official food ration at that time. It should be 
noted that the food intake increased from 1000 to 2000 Cal. 
in the 4-week period between the 2 surveys. Simultaneously 
the official ration rose from 340 to 2000 Cal. This was due 
largely to the rapid import and distribution of Allied food 
supplies. Food was distributed mainly through the Rotter- 
dam Food Distribution Office with some additional quantities 
handled through the Central Kitchen, Inter-Church and Red 
Cross organizations. 
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Obviously the daily food consumption of approximately 
2000 Cal. at the time of the detailed survey did not account 
for the clinical evidences of undernutrition found. Likewise, 
it would be inaccurate to ascribe the nutritional condition of 
the population to the daily consumption of 1000 Cal. at the 
time of the rapid survey 1 month earlier. In an effort to obtain 
at least a rough estimate of the successive dietary levels 
which were responsible for the conditions found in the 2 sur- 
veys, dietary histories of food consumption during 3 separate 


TABLE 4 

Average daily nutrient consumption — 'Rotterdam 
(May 9,1945; May 29-June 8, 1945). 


HUMBER 

QUESTIONED 

CAL- 

ORIES 

PRO- 

TEIN 

PAT 

cho Ca 

Fe YIT. A 

Bi 

b 2 

NIACIN O 



gm 

gm 

gm gm 

mg I.XJ. 

mg 

mg 

mg 

mg 



1 poor class district: 

May 9, 1945 





27 

1044 

46 

5 

204 0.5 

8 2600 

0.9 

0.9 

13 

164 



5 poor class districts: June 1-8, 1945 





152 

1851 

53 

45 

243 0.7 

12 6440 

1.2 

1.3 

9 

85 



4 middle class districts: June 1-8, 1945 




77 

1965 

58 

48 

268 0.6 

15 9840 

1.4 

1.4 

12 

100 



1 upper class district: 

June 1-8, 1945 




21 

2360 

74 

77 . 

345 1.0 

17 12900 

2.0 

1.6 

13 

169 


monthly periods were obtained by the household science 
teachers. October, 1944, February and April, 1945, were 
chosen upon the advice of city authorities to represent suc- 
cessively the period preceding extreme food shortage, the 
winter period of hunger, and the period of extreme starvation 
prior to liberation. Average food consumption, as shown in 
figure 1, decreased from about 1700 Cal. to 1400 Cal. from the 
fall of 1944 to the spring of 1945 and then fell abruptly to 
about 1000 Cal. at the time of liberation as estimated by the 
rapid survey on May 9, 1945. 

Although all food consumption data obtained through diet- 
ary questioning are subject to considerable error it should be 
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noted that the values obtained parallel the actual published 
official rations for the same periods. In a test of accuracy held 
in Paris a few months previous to this work, the dietary ques- 
tioning technique used in the surveys was found to yield 
results within 10% of actual consumption figures. 


AVERAGE DAILY FOOD CONSUMED 
AND RATIONED. ROTTERDAM ADULTS. 



SUMMARY 

Clinical, biochemical, and dietary data obtained in 2 nu- 
tritional surveys of Botterdam, Holland, on May 9, 1945, and 
May 29 to June 8, 1945, are presented. A total of nearly 3000 
people were examined. 

In physical appearance 86% were classified as thin, very 
thin or emaciated in the early survey, and approximately 
50% in the detailed survey 1 month later. Weight loss aver- 
aged about 25 pounds in the 19- to 59-year age group and 
40 pounds in those over 60 years of age. 

Symptoms of weakness, fatigue, diarrhea, muscle pain and 
paresthesia were prevalent, especially in the aged. 

Papillary atrophy, pallor and follicular hyperkeratosis were 
common clinical findings. 

Hunger edema was present in 20% of the people from poor 
class districts in the early survey, and in 3% and 12% of the 
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19- to 59-year age group and those over 60 years of age, re- 
spectively, in the later study. 

Hemoglobin and total serum protein values averaged 12 to 
14 gm per 100 ml and 7.0 to 7.5 gm per 100 ml, respectively. 

Estimates of daily food consumption in 3 successive periods 
prior to the surveys were 1700, 1400, and 1400 Cal., respec- 
tively. The survey of May 9, 1945, indicated a further reduc- 
tion in food consumption to an average intake of about 1000 
Cal. The dietary consisted mainly of bread, potatoes, sugar 
beets and other vegetables. Considerable quantities of Allied 
food supplies were being distributed at the time of the second 
survey and the food consumption then ave'raged 2000 Cal. 
per day. 
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(Received for publication November 12, 1946) 

That heating influences the nutritive value of soybean pro- 
teins has been recognized for several years. Evans and Mc- 
Ginnis (’46) reviewed the literature on this problem. They 
also presented additional data showing that moderate heating 
of raw soybean oil meal 2 increased its nutritive value for 
the growing chick. However, when such a meal was autoclaved 
at 130° C. for 30 or 60 minutes, the nutritive value was de- 
creased. Ham and Sandstedt (’44) and Bowman (’44) have 
reported the presence of a trypsin inhibitor in soybean oil 
meal which is destroyed by heat. They believe that destruc- 
tion of this enzyme inhibitor by heating accounts for the 
increased nutritive value of heated soybean oil meal. Evans 
(’46) studied the influence of autoclaving soybean oil meal 
on the liberation of amino groups from the soybean oil meal 
by different enzymes and enzyme combinations and found 
that when trypsin or trypsin and erepsin were used, a marked 
increase in digestibility resulted from autoclaving the soybean 
oil meal at 100 °C. for 30 minutes. When treatment with 

‘Published as Scientific Paper no. 693, College of Agriculture and Agricultural 
Experiment Stations, Institute of Agricultural Sciences, State College of Wash- 
ington, Pullman, Washington. 

2 The raw soybean oil meal used by Evans and McGinnis ( *46) and that used 
in the present study was prepared by grinding solvent-extracted soybean flakes in 
a hammer mill followed by a thorough mixing. 
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pepsin, preceded these digestions, no differences were ob- 
served. In all cases, autoclaving at 130° C. for 60 minutes very 
markedly decreased the liberation of amino groups by any 
of the enzyme combinations. 

It was felt desirable to study further the digestibility of 
soybean oil meal proteins as influenced by autoclaving. The 
criteria chosen were digestibility of the proteins and sulfur 
compounds. The sulfur digestibility was considered to be 
especially important since Almquist, Meechi, Kratzer and 
Grau (’42) believed methionine to be the principal growth 
limiting deficiency in soybean proteins. It is the purpose of 
the present paper to report the influence of the autoclaving 
of soybean oil meal upon the digestibility of total protein, 
the sulfur-containing proteins, the cystine-containing pro- 
teins, and the methionine-containing proteins as determined 
by the quantity of protein, sulfur, cystine and methionine 
remaining in the undigested protein fraction. Three digestion 
procedures were used: (1) the chick, (2) in vitro pepsin, 
trypsin, and erepsin, and (3) in vitro trypsin, and erepsin. 
Using chick data as a standard, comparisons were made with 
the 2 in vitro digestion procedures in an attempt to determine 
which most nearly approached the chick digestion. Two com- 
parisons were made: (1) of the actual percentage of un- 
digested protein and (2) of the effect of autoclaving on the 
raw protein. A graph in which the percentage of undigested 
protein is plotted against the autoclaving temperature best 
shows this second comparison. If the graph of one of the 
in vitro enzyme digestions parallels that for the chick diges- 
tion the 2 may be said to be affected similarly by the auto- 
claving treatment of the soybean oil meal. Such a parallel 
between curves is most readily shown by means of a coefficient 
of correlation calculated from the data presented in table 1 
between the protein of the 6 soybean oil meals not digested 
by the chicks and that not digested by either of the in vitro 
enzyme combinations. For each coefficient of correlation 6 
values (1 from each soybean oil meal) for the enzyme digests 
were correlated with 6 group values for chick digestion. 
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EXPERIMENTAL 

This experiment is a continuation of the work reported 
earlier by Evans and McGinnis (’46). The data reported in 
the present paper were obtained from the 6 groups of 15 
chicks each that received, in addition to the basal diet, 0.2% 
choline and were designated as groups 4 to 9 in the earlier 
study. Evans and McGinnis ( ’46) have described the methods 
of preparing the soybean oil meals, the diets fed, care of 
chicks, and collection of the droppings for chemical analyses. 
Each group of chicks was considered as a unit in the balance 
studies. All nitrogen determinations were made by the 
Kjeldahl-Gunning- Arnold method (A.O.A.C., ’45). Uric acid 
nitrogen was determined by the method of St. John and John- 
son ( ’31). Total sulfur was determined as described by Evans 
and St. John ( ’44), and organic sulfur as described by Evans 
and Greaves (’37). Cystine and methionine were determined 
by the differential oxidation procedure (Evans, ’45b). 

The nitrogen precipitated from the droppings by trichloro- 
acetic acid minus the uric acid nitrogen in the droppings was 
considered to be the nitrogen not digested by the chick. It 
ivas necessary to subtract the uric acid nitrogen from the 
trichloroacetic acid precipitated nitrogen because uric acid is 
insoluble in acid solutions. Undigested organic sulfur, 
cystine and methionine were considered to be the amounts of 
these materials in the droppings precipitated by or insoluble 
in a 5% solution of trichloroacetic acid. To determine the 
trichloroacetic acid precipitated fraction 2.0 gin of the drop- 
pings were suspended by stirring with 50 ml of 5% trichloro- 
acetic acid. The insoluble material was filtered on a no. 42 
Whatman Filter Paper, washed 3 times with hot water con- 
taining a little trichloroacetic acid and the desired determina- 
tion made on the residue. From the nitrogen intake of the 
group from the total diet, during the 1 week duration of the 
experiment, and the amount of undigested nitrogen in the 
droppings from the group, the per cent of nitrogen in the diet 
that was not digested was calculated. Similar calculations 
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were made to determine the per cent of the organic sulfur, 
cystine and methionine in the undigested protein fraction. 

In vitro enzyme digestions were carried out as described by 
Evans (’46) using pepsin, trypsin and erepsin as 1 enzyme 
combination, and trypsin and erepsin as the other. Trichloro- 
acetic acid precipitations were made of these digests as 
described by Evans (’46). The per cent glutelin in the dif- 
ferent heat-treated soybean oil meals was determined by the 
method of Lund and Sandstrom ( ’43). 

RESULTS AND DISCUSSION 

The influence of the autoclaving of soybean oil meal on 
the digestibility of protein is shown in table 1. In calculating 
the percentage of protein in the soybean oil meal not digested 
by the chick, the assumption was made that all of the un- 
digested protein was from the soybean oil meal and that 
protein from all other sources was completely digested. The 
validity of this assumption may be questioned, but it is reason- 
able to assume that the same percentage of protein from the 
other sources (5% brewer’s yeast and 5% gelatin) was 
digested by all groups. The same method of calculation was 
used for organic sulfur, cystine sulfur and methionine sulfur. 

Autoclaving raw soybean oil meal at 100-130° 0. for 30 
minutes increased digestion of the proteins by the chick and 
by trypsin and erepsin in vitro, but did not increase protein 
digestion by pepsin, trypsin and erepsin in vitro. Autoclaving 
at 130°C. for 60 minutes, in all cases, decreased protein 
digestion from that obtained after less severe autoclaving. 
A comparison of the per cent total protein not digested by 
the chick and that not digested by in vitro enzyme combina- 
tions shows that the chick digestion in magnitude more nearly 
approached that of pepsin, trypsin, and erepsin in vitro than 
that of trypsin, and erepsin. The chick digested the protein 
less completely than pepsin, trypsin, and erepsin in vitro and 
more completely than trypsin and erepsin in vitro. A highly 
significant coefficient of correlation of + 0.998 between the 
soybean oil meal protein not digested by the chick and that 
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TABLE 1 

The influence of autoclaving soybean meal on the digestibility of the proteins. 


Meat treatment of soybean oil meal 




Tune, minutes 

Temperature, °C. 

none 

30 

30 

30 

30 

60 

none 

100 

110 

120 

130 

130 

Protein digestibility data with the chick 1 



Nitrogen intake from soybean 
oil meal, gm 

Nitrogen ppt. from droppings 

22.6 

45.2 

38.8 

43.1 

31.1 

21.8 

by trichloroacetic acid, gm 

16.9 

30,0 

25.7 

25.4 

20.5 

14.8 

Uric acid nitrogen, gm 

11.7 

24.8 

21.7 

21.2 

16.9 

11.3 

Undigested nitrogen, 2 gm 
Undigested protein in soybean 

5.2 

5.2 

4.0 

4.2, 

3.6 

3.5 

oil meal, 3 * * % 

23.0 

11.5 

10.3 

9.7 

11.6 

16.1 


Soybean oil meal protein not digested by in vitro enzyme digestion 


Pepsin, trypsin, erepsin, % 
Trypsin, erepsin, % 

10.9 

6.7 

7.8 

10.2 

11.0 

20.7 

34.9 

15.9 

12.5 

12.4 

15.4 

23.1 

Organic sulfur digestibility data icith the chick 



Organic sulfur intake from 







soybean oil meal, gm 

Organic sulfur ppt. from 

1.16 

2.31 

1.98 

2.20 

1.59 

1.11 

droppings by trichloro- 
acetic acid, gm 

0.57 

0.74 

0.68 

0.65 

0.54 

0.49 

Undigested organic sulfur 







in soybean oil meal, 3 % 

49.1 

32.0 

34.3 

29.5 

34.0 

44.1 

Organic sulf ur in soybean oil meal protein 

not digested by 

in vitro enzyme digestion 

Pepsin, trypsin, erepsin, % 

19.4 

24.4 

23.6 

31.3 

29.2 

40.8 

Trypsin, erepsin, % 

45.6 

28.1 

26.0 

27.5 

29.4 

38.2 

Cystine digestibility 

data with 

the chick 



Cystine sulfur intake from 







soybean oil meal, gm 

Cystine sulfur ppt. from 

0.71 

1.42 

1.22 

1.35 

0.98 

0.68 

droppings by trichloroacetic 
acid, gm 

0.46 

0.64 

0.56 

0.58 

0.49 

0.39 

Undigested cystine sulfur in 







soybean oil meal, 8 % 

64.8 

45.1 

45.9 

43.0 

50.0 

57.4 


Cystine in the soybean oil meal protein not digested by in vitro enzyme digestion 


Pepsin, trypsin, erepsin, % 

21.2 

29.9 

28.1 

35.1 

40.7 

49.8 

Trypsin, erepsin, % 

50.6 

35.9 

33.8 

30.3 

32.0 

41.6 

Methionine digestibility data with the 

chick 



Methionine sulfur intake from 







soybean oil meal, gm 

0.45 

0.89 

0.76 

0.85 

0.61 

0.43 

Methionine sulfur ppt. from 







droppings by trichloroacetic 







acid, gm 

0.10 

0.06 

0.08 

0,05 

0.04 

0.11 

Undigested methionine sulfur 







in soybean oil meal, 3 % 

22.2 

6.7 

10.5 

5.9 

6.6 

25.6 

Methionine in the soybean oil meal 

protein not digested by in vitro en 

zyme digestion 

Pepsin, trypsin, erepsin, % 

16.4 

15.8 

16.4 

25.3 

16.4 

26.7 

Trypsin, erepsin, % 

37.7 

15.8 

13.7 

23.3 

25.3 

32.9 


1 Each group contained 15 chicks. 

2 Undigested nitrogen was the nitrogen precipitated by trichloroacetic acid minus 
the uric acid nitrogen. 

3 These values are calculated by making the assumption that all of the protein 

(nitrogen) other than that from the soybean oil meal was completely digested and 

hence that all of the undigested protein was from the soybean oil meal. 
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not digested by trypsin and erepsin in vitro and a 11011 -sig- 
nificant correlation + 0.364 between the protein not digested 
by tbe chick and that not digested by pepsin, trypsin, and 
erepsin in vitro were obtained. These data indicate that, 
although in most cases the percentages of protein not digested 
by the chick were closer to the pepsin, trypsin, and erepsin 
values, because of the raw meal if the values are plotted 
against heat treatment the chick curve more nearly ap- 
proaches the trypsin and erepsin curve. These data are inter- 
esting in view of the statement by Schoening (’39) : “Strictly 
speaking, there is no true gastric digestion in the fowl such 
as is common to mammals.” A poor pepsin activity in the 
chicken might well be expected. It appears probable, however, 
that some pepsin activity or other activity may be present 
in the chick because of greater digestion by the chick than by 
the enzymes trypsin and erepsin alone. 

Data are presented in table 1 on the influence of autoclaving 
soybean oil meal on the per cent of the organic sulfur remain- 
ing in the undigested protein fraction. Autoclaving the raw 
meal for 30 minutes at 100-130° C. increased digestibility of 
the sulfur containing proteins for the chick and for trypsin 
and erepsin in vitro, but decreased it for pepsin, trypsin, and 
erepsin in vitro. Autoclaving for 60 minutes at 130° C. in all 
cases gave a soybean oil meal in which more of the sulfur 
was present in the undigested protein than when the meal was 
autoclaved less drastically. In vitro enzyme digestion with 
trypsin and erepsin or with pepsin, trypsin, and erepsin 
(1 exception) gave more complete digestion of the sulfur com- 
pounds than did digestion by the chick. In magnitude the 
in vitro trypsin and erepsin digestion more nearly cor- 
responded to the chick digestion. A coefficient of correlation 
between organic sulfur not digested by the chick and that not 
digested by in vitro trypsin and erepsin digestion of + 0.959 
was obtained. A value of 0.917 was necessary for the results 
to be highly significant. The correlation coefficient between 
in vitro pepsin, trypsin, and erepsin digestion and digestion 
by the chick was -j- 0.031. Autoclaving soybean oil meal for 



DIGESTIBILITY OP SOYBEAN OIL MEAL 


667 


30 minutes at 100°C. decreased the amount of organic sulfur 
in soybean oil meal not digested by the chick from 49% to 
32%. This is of interest since Johnson, Parsons and Steen- 
bock (’39) observed no differences in digestibility of sulfur 
compounds in raw and cooked soybean oil meals, as deter- 
mined by sulfur balance determinations with adult rats. Evans 
and McGinnis (’46) observed an increase in retention of or- 
ganic sulfur as a result of autoclaving raw soybean oil meal. 
It appears, therefore, that the adult rat may be able to digest 
the sulfur containing proteins of raw soybean oil meal to a 
greater extent than can the growing chick. This might be due 
to differences between the type of protein digestion that 
prevails in the growing chick as compared to the adult rat. 
Pepsin in the adult rat might digest sulfur-containing proteins 
that would otherwise not be acted upon. This could well be 
explained on the basis of a digestion by pepsin of the trypsin 
inhibitor present in soybean oil meal which was shown by 
Ivunitz (’45) to be a protein. Ham, Sandstedt and Mussehl 
(’45) demonstrated that the trypsin inhibitor when added to 
chick diets retarded growth of the chicks. McGinnis and 
Menzies ( ’46) showed that in vitro papain digestion improved 
the nutritive value of raw soybean flakes as effectively as did 
autoclaving for chicks. Carver, McGinnis, McClary and Evans 
( ’46) observed equally good egg production of hens receiving- 
raw and those receiving heat-treated soybean oil meal as the 
protein concentrate. 

Data concerning the influence of autoclaving soybean oil 
meal on the per cent of the total cystine and methionine in the 
undigested protein fraction are presented in table 1. Auto- 
claving the raw soybean oil meal at 100— 130°C. for 30 minutes 
increased digestibility of the cystine and methionine-contain- 
ing proteins for the chick and for trypsin and erepsin in vitro. 
Digestibility of the cystine-containing proteins for pepsin, 
trypsin and erepsin in vitro was decreased by autoclaving, but 
the digestibility of the methionine-containing proteins by this 
enzyme combination was not affected except at higher auto- 
claving temperatures which in 2 cases decreased digestibility. 
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A highly significant coefficient of correlation of -}- 0.936 be- 
tween cystine sulfur of soybean oil meal not digested by the 
chick and that not digested by trypsin and erepsin in vitro 
was obtained. Low correlation (-j- 0.108) was observed be- 
tween the chick digestion of cystine-containing proteins and 
pepsin, trypsin and erepsin digestion in vitro. As with organic 
sulfur, the in vitro digestion of cystine-containing proteins 
by trypsin and erepsin or pepsin, trypsin, and erepsin was 
more complete than was digestion by the chick. In magnitude 
the in vitro trypsin and erepsin digestion most nearly ap- 
proached the chick digestion. Autoclaving the raw soybean 
oil meal at 130° C. for 60 minutes more than doubled the 
cystine in this protein fraction and nearly doubled the pro- 
tein. Also of interest was the observation that the cystine- 
containing proteins of the soybean oil meals which were auto- 
claved at 120° 0. or higher were more eomp’.etely digested 
in vitro by trypsin and erepsin than by pepsin, trypsin and 
erepsin, though trypsin and erepsin digested the uncooked 
cystine-containing proteins or those cooked at lower tempera- 
tures to a lesser extent than the pepsin, trypsin, and erepsin 
combination. No explanation for these results can be offered 
at this time although it might be in some way tied up with 
heat denaturation and its effect on the — SH and — S — S — 
groups. It is recognized that heat denaturation in some way 
changes the activity of these groups (Anson, ’45). 

The chick digested a larger proportion of the ingested 
methionine present in any of the soybean oil meals than was 
digested in vitro by trypsin and erepsin, and digested more 
from all of the meals except the raw one than was digested 
in vitro by pepsin, trypsin and erepsin (table 1). These values 
for the chick are of especial interest because of the low per- 
centage of methionine in the undigested protein fraction ex- 
cept for the raw soybean oil meal and the one that was 
autoclaved for 60 minutes at 130° C. The in vitro pepsin, 
trypsin, and erepsin values more nearly agree with the chick 
values in magnitude. A coefficient of correlation of + 0.766 
was obtained between the per cent of soybean oil meal methi- 
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onine not digested by the chick and that not digested by 
trypsin and erepsin. One of 0.811 was required for sig- 
nificance. Neither the cystine nor methionine undigested by 
pepsin, trypsin, and erepsin were correlated with those un- 
digested by the chick. It appears evident from the data pre- 
sented in table 1 that soybean oil meal contains a protein high 
in cystine content which is poorly digested by the chick or by 
the in vitro enzyme combinations used. On the other hand, the 
percentage of the total methionine not digested by the chick 
or by in vitro enzyme digestion is in the same magnitude as 
the percentage of the total protein not digested in these ways 


TABLE 2 

The influence of autoclaving soybean oil meal on the nutritive value for chides, 
per cent glutelins , and amino groups liberated by in vitro enzyme digestion. 


HEAT TREATMENT OF 
SOYBEAN OIL MEAL 

GAIN IN 
WEIGHT 

OF CHICKS 
TO 4 
WEEKS 1 

PROTEIN 
EFFICIENCY 1 

glutelins 

AMINO GROUPS LIBERATED 
BY IN VITRO ENZYME 

digestion 

Pepsin, 
trypsin, 
erepsin 2 

Trypsin, 
erepsin 2 

Time 

Temp, 

min. 

°C. 

gm 

gam/ protein 

% 

% 

% 

No 

ne 

76 

1.24 

25.4 

35 

22 

30 

100 

174 

1.81 

49.0 

36 

31 

30 

110 

156 

1.76 

56.7 

36 

32 

30 

120 

162 

1.66 

36.5 

37 

33 

30 

130 

120 

1.57 

18.8 

33 

28 

60 

130 

69 

1.09 

7.0 

29 

24 


1 These values are taken from the paper by Evans and McGinnis ( ’46). 

2 These values are taken from the paper by Evans ( ’46). 


(table 1). Melnick, Oser and Weiss (’46) suggest that the 
difference in nutritive value of raw and autoclaved soybean 
oil meals is due to a difference in rate of liberation of methi- 
onine. Data, in table 1 indicate that the amount of methionine 
remaining in the protein fraction not digested by the chick is 
greater for raw than for properly autoclaved soybean oil meal. 

In summarizing the work to date from this laboratory with 
regard to the influence of autoclaving soybean oil meal on 
the nutritive value and digestibility of the protein, the data 
presented in table 2 are of interest. A comparison of the 
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protein efficiency, as measured by tbe grams gain in weight 
of growing chicks during a 4-week period divided by the 
grams of protein consumed during this period, and the amino 
groups liberated by in vitro trypsin and erepsin digestion 
of the soybean oil meal showed a coefficient of correlation of 
+ 0.903. One of 0.811 was required for significance. A co- 
efficient of correlation of + 0.769 which was not significant 
was obtained between protein efficiency and amino groups 
liberated by in vitro pepsin, trypsin, and erepsin digestion. 
These values indicate that autoclaving affects soybean oil 
meal in the same way for liberation of amino groups by 
trypsin and erepsin in vitro and for efficiency of chick protein 
utilization. It would appear from these results and those pre- 
sented in table 1 that the major part of the digestive activity 
was characteristic of a trypsin and erepsin system. This 
may at least partially explain why attempts by various 
workers in the past have not shown a relation between in vitro 
pepsin digestion and true digestibility or biological value for 
soybean oil meals. Evans ( ’45a) observed no relation between 
the pepsin digestible sulfur of commercial soybean oil meals 
and their protein nutritive value for chicks. 

The per cent glutelin in 10 commercial soybean oil meals 
was shown by Evans and St. John ( ’45) to have a highly sig- 
nificant correlation with the protein nutritive values as 
measured by the gross protein value determined by the pro- 
cedure of Heiman, Carver and Cook ( ’39) when no uncooked 
soybean oil meal was included in the calculation. The values 
for per cent of protein measured as glutelin in the soybean 
oil meals studied in this experiment are presented in table 2. 
The highest glutelin value was in the meal autoclaved for 
30 minutes at 110° C. Autoclaving increased the per cent pro- 
tein measured as glutelin (soluble in 0.2% KOH solution but 
insoluble in water, 5.0% KC1 solution or 70% alcohol) over 
that in the raw soybean oil meals except for the meals auto- 
claved at 130°C. for 30 or 60 minutes which contained less 
protein determined as glutelin than the raw meal. Excluding 
the raw soybean oil meal from the calculations, a coefficient of 



DIGESTIBILITY OE SOYBEAN OIL MEAL 


671 


correlation of -j- 0.887 between per cent glutelin and protein 
efficiency was obtained. A value of 0.878 was required for 
significance. Including the raw soybean oil meal in the calcula- 
tions, a coefficient of correlation of + 0.854 was obtained. One 
of 0.811 was required for significance. 

SUMMARY 

Chicks were raised to 4 weeks of age on diets supplemented 
with raw soybean oil meals which had received the following 
treatments : none, autoclaved for 30 minutes at 100, 110, 120, 
130°C. or autoclaved for 60 minutes at 130°C. The percentages 
of total protein, organic sulfur, cystine and methionine in the 
soybean oil meals not digested by the chick, by pepsin, trypsin 
and erepsin in vitro, or by trypsin and erepsin in vitro were 
determined. The soybean oil meals which had been auto- 
claved at temperatures between 100° C. and 120° C. for 30 
minutes v T ere more completely digested by the chick or by 
trypsin and erepsin in vitro than the raw 7 meal or the meals 
which had been autoclaved at 130 °C. using undigested total 
protein, or sulfur, cystine, or methionine in the undigested 
protein as criteria. Raw soybean oil meal wrns in most cases 
more readily digested by pepsin, trypsin and erepsin in vitro 
than the autoclaved meals. Significant correlations were ob- 
tained between in vitro trypsin and erepsin digestion, and 
chick digestion of these soybean oil meals for undigested 
protein, organic sulfur and cystine. No significant correla- 
tions between chick digestion and in vitro pepsin, trypsin 
and erepsin digestion values were obtained. Of especial in- 
terest is the relatively high percentage of cystine in the 
soybean oil meals that was not digested by the chick or by 
either of the in vitro enzyme digestions made. 
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INTRODUCTION 

Keratin is generally defined as a protein insoluble in dilute 
acid or alkali, and resistant to digestion by the common 
proteolytic enzymes. Meunier et al. (’27) however, showed 
that when wool is digested with alkali at pH 9-10, it becomes 
partially susceptible to the proteolytic action of pancreatin, 
and Routli and Lewis ( ’38) demonstrated an even greater 
digestion of wool by trypsin and pepsin after grinding in a 
ball mill. 

Recently, reports have come from several laboratories con- 
cerning the nutritional value of powdered keratins. Routh 
( ’ 42 ) used powdered wool, and later ( ’42a) powdered chicken 
feathers as the only source of protein in purified rations for 
rats. Growth response, although poor, was most marked when 
amino acid supplements of lysine, histidine, methionine and 

1 Published with the approval of the Director of the Wisconsin Agricultural 
Experiment Station. Supported in part by a grant from Wilson and Co., 
Chicago, 111. 

We are indebted to the Wilson Laboratories, Chicago, 111., for the liver 
products; to Wilson and Company, Chicago, 111., for some of the keratin samples; 
to Merck and Company, Eahwav, 1ST. J., for the synthetic vitamins; and to the 
Abbott Laboratories, North Chicago, 111., for the supply of Haliver Oil. 
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tryptopliane were included in the rations. Wagner and 
Elvehjem (’43) found that powdered hog hoofs could be 
substituted for meat-scrap or fishmeal supplements in prac- 
tical poultry rations. In the nutritional experiments cited the 
keratins were prepared by grinding in a ball mill for pro- 
longed periods of time. 

In this paper we wish to describe the growth of rats and 
chicks fed purified diets in which the protein was, in whole, 
or in part, keratin prepared by different methods. The effect 
of amino acid supplements on the growth of rats receiving 
certain of these keratin preparations is also presented. 

EXPEBIMENTAL 

Two-day old chicks obtained from commercial hatcheries, 
6 per group, were kept on raised wire screens in electrically 
heated cages. Weanling male rats, of the Sprague-Dawlev 
strain, weighing 40 to 50 gm were kept in individual raised 
wire cages. Rations and water were fed ad libitum through- 
out the 4-week experimental period. The composition of the 
rations used is given in tables 1 and 3. In all cases the level 
of protein was varied at the expense of sucrose. 

Keratins used in this study were hog hoofs, summer hog 
hair, and chicken feathers. These proteins were prepared by 
powdering in a ball mill for 3 to 7 days. Several samples of 
hoof keratins -were subjected to different types of grinding 
procedures. Keratin-A was powdered in a ball mill, while 
keratin-B was ground in a hammer mill and then finally 
powdered in a Wiley mill. In both these methods considerable 
heat is developed during the grinding procedure. The third 
hoof sample, keratin-C, was prepared by a process which 
rapidly pulverizes the keratin to a fine powder without heat- 
ing. All keratins were ground fine enough to pass an 80 mesh 
screen except in the experiment where particle size was 
studied. Special effort •was made to determine which amino 
acids were necessary to supplement the powdered hoofs (18 
and 24% levels) in order to obtain growth comparable to 
that of an equal level of casein. 
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RESULTS 

Powdered keratin 1 as a protein source in 

chick rations . 

The diets used for the chicks and the growth responses ob- 
tained are given in table 1. Group 1, which received casein 
and cartilage serves as the reference group. The growth 
obtained is representative of that produced by purified ration s 

TABLE 1 


Effect of ball mill powdered "keratins on growth and survival of chicks . 
(6 chicles per group.) 


GROUP NO. 

l 

2 

3 

4 

5 

6 

7 

8 

9 

10 

11 

Casein 1 

18 

18 

10 





10 



18 

Cartilage 

10 











Powdered hog hair 


10 

18 

24 

30 

30 

30 





Powdered hog hoofs 












(keratin- A) 








18 

24 

30 


Powdered chicken feathers 











10 

Powdered oat meal 







5 





a -tocopherol mg/day/cliick 






1 






Sucrose 

54 

54 

54 

58 

52 

52 

47 

54 

58 

52 

54 

Average weight 












at 4 weeks 244 

216 

212 

94 

116 

57 

59 

227 

157 

216 

132 

Encephalomalacia 

— 

+ 

+ 

+ 

+ 

— 

— 


— 

— 

— 

Gizzard erosion 












Slight 

3 






4 


1 

1 

3 

Moderate 

3 

6 

2 

6 


6 

2 


2 

4 


Severe 



4 


3 




3 

1 

3 

Number dead at 












4 weeks 


1 

2 

1 

3 








1 All rations contained in addition to the above listed constituents : brewer J s 
yeast, 5%; soybean oil, 5%; Salts IV, 4%; solubilized liver powder, 2%; cod 
liver oil, 2%; and vitamin supplements per kilo of ration as follows: thiamine 
hydrochloride, 3 mg; riboflavin, 3 mg; pyridoxine hydrochloride, 3 mg; calcium 
pantothenate, 15 mg; choline hydrochloride, 1.5 gm. 

of this type. Powdered hog hair at levels of 24% or 30% of 
the ration produced poor growth (groups 4 and 5). Feather- 
ing of chicks fed this protein was only fair. High levels of 
powdered hog hair tended to cause the occurrence of nutri- 
tional encephalomalacia . When casein was combined with 
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hog hair in a ration at 18 % and 10% (group 2), or at 10% 
and 18% (group 3), respectively, good growth was obtained. 
Encephalomalacia still occurred with these protein combina- 
tions but the incidence decreased as the percentage of pow- 
dered hair was reduced. Pappenheimer et al. ( ’39) were able 
to prevent the incidence of encephalomalacia in chicks fed 
purified rations by oral administration of small quantities of 
a-tocopherol. Two additional groups were fed 30% powdered 
hair; 1 group received oral supplements of 1 mg ct-tocopherol 
per chick per day, and the other group was fed 5% powdered 
oats as a natural source of vitamin E. None of the chicks in 
these 2 groups exhibited any signs of encephalomalacia. The 
growth rate was only about half that obtained in group 5 
but the hair used for groups 6 and 7 was ground for 6 days 
and this long grinding may have been responsible for the 
reduced growth. Group 11 included 10% chicken feathers and 
18 % casein as the protein source. Growth was only about 
half that obtained in the reference group even though the 
level of casein was not reduced. Feathering of chicks on this 
ration was very poor. 

Poor growth resulted when powdered hoofs were fed at a 
24% level (group 9) but when the level was increased to 30% 
(group 10 ), good growth was obtained. When 18 % of pow- 
dered hoofs was combined with 10% of casein, the response 
obtained closely approximated the maximum growth of chicks 
fed the casein-cartilage reference ration. At all levels of 
hog hoofs used in these studies, good feathering was observed. 

The gizzards of chicks fed the above-mentioned keratins 
were examined for erosion. Gizzards were graded according 
to the severity of the lesions as slight, moderate, or severe. 
It was not possible to use complete prevention of gizzard 
erosion as a criterion, since chicks under 6 weeks of age 
rarely have gizzards entirely free of lesions. Powdered hog- 
hair consistently caused moderate to severe erosion of the 
gizzard. The majority of the fissures found were parallel to 
the normal folds of the linings. Chicken feathers were variable 
in their effect, but the severity of the lesions consistently fob 
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lowed tlie poor feathering of the birds fed this protein. Giz- 
zards of chicks fed powdered hog hoofs were comparatively 
free of erosion and compared favorably with the gizzards of 
chicks fed the reference ration. 

During the course of these studies, a question arose as to 
what, role the particle size of powdered keratin might play 
in the growth of chicks. It had been noticed that when keratins 
were powdered for long periods in a ball mill, the nutritive 
quality of the protein was materially decreased. An experi- 
ment was carried out in which powdered hog hoofs which 
passed screens with mesh sizes of 10, 20, 40, 60 and 80 were 
included in the ration at a level of 30% (table 2). One series 


TABLE 2 

Effect of different methods of grinding Tceratin on the growth of chicles 1 ( gm 
gained in 4 whs.; 6 chicles per group). 


MRS H 'SIZE 

10 

20 

40 

(>0 

80 

Hog hoofs powdered in 
ball mill (keratin-A) 


96 

60 

88 

125 

Hog hoofs ground successively 
in hammer and Wiley mills 
(keratin-B) 

134 

141 

140 

158 

160 


1 Hog hoofs at 30% of ration constituted the sole protein. 


of chicks received hoofs powdered in a ball mill (keratin-A) 
while the second series was fed powdered hoofs prepared in 
a hammer and a Wiley mill (keratin-B). That destructive 
action takes place in the ball mill is clearly demonstrated by 
the poor growth of chicks fed this product, regardless of the 
particle size. Hoofs powdered in the Wiley mill gave the best 
results when chicks were fed the material passing the 80 mesh 
screen. A gradual decrease in growth response was noted as 
the particle size was increased. 

Powdered keratins as a source of protein 
for the growing rat 

Results obtained when rats were fed rations in which 
keratin was used as the source of protein are given in table 3. 
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A group without any protein (R-I) and one given 18% casein 
(R-II) are included for reference. 

When powdered hog hair was fed at a level of 18% of 
the ration (R-V) the rats showed a growth of only 6 gm in 4 
weeks. The animals fed rations in which casein replaced one- 
third (R-IV) or one-half (R-1II) of the hair showed greatly 
increased growth, although the response did not approach the 
rate obtained with animals which received 18% of casein. 


TABLE 3 

‘Effect of powdered Jeeratins (ball milled) on growth of rats. (6 rats per group-) 


RATION (K ) 1 

i 

ii 

in 

IV 

v 

VI 

VII 

VIII 

IX 

Casein 


. 18 

9 

6 


9 

6 



Powdered hog 
hair 



9 

12 

18 





Powdered hog 
hoofs 






9 

12 

18 

24 

Sncr ose 

89 

71 

71 

71 

71 

71 

71 

71 

71 

Gm gained 
in 4 weeks 

— 15 

139 

109 

101 

6 

133 

123 

55 

60 


1 All diets contained in addition to the above listed constituents: Salts IV,. 4 %; 
corn oil, 5% ; liver powder 1-20, 2 % ; and vitamin supplements per kilo of ration 
as follows: thiamine hydrochloride, 2 mg; riboflavin, 1 mg; pyridoxine hydro- 
chloride, 3 mg; calcium pantothenate, 20 mg; choline chloride, 1 gm. Each rat re- 
ceived 1 drop of Haliver Oil per week. 

When hoofs powdered in a ball mill were used as the sole 
source of protein at a level of 18% in the ration (R-VIII), a 
growth response of 55 gm was obtained in 4 weeks. The rate 
of growth is poor as compared with that obtained with 18% 
of casein but markedly better than that obtained with the 
same level of powdered hair. When the level of powdered 
hoofs was increased to 24% of the ration (R-IX) little im- 
provement in growth resulted. With protein at 18% of the 
ration, substitution of one-third of the powdered hoofs with 
casein (R-VII) resulted in moderate growth, while a com- 
bination of 9% of hoofs and 9% of casein, (R-VI), produced 
growth approaching that obtained with 18% of casein. 
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Effect of method of preparation and of amino 
acid supplements on the growth of rats 
fed powdered hog hoofs 

In these studies the rations were patterned after those 
described in table 3. Groups 1 and 2 receiving 18% and 24% 
of casein (lines 1 and 2, table 4), served as optimum reference 
groups. 

TABLE 4 


Growth response of rats to hog hoofs prepared hy different methods, 
(3 rats per group,) 



RATION AND SUPPLEMENTS 

GM GAINED IN 4 WEEKS ON : 

Keratin -A 1 

Keratin-C 2 

1 

18% Casein 

134 

2 

24% Casein 

143 

3 

18% Hog hoofs (B VIII) 

40 

66 

4 

24% Hog hoofs (E IX) 

42 

112 

5 

30% Hog hoofs 

112 

130 

6 

40% Hog hoofs 


140 

7 

B VIII plus 0.6% lysine, 0.1% tryptophane, 




0.3% methionine, 0.6% cystine 

27 


8 

B VIII plus 0.6% lysine, 0.3% methionine, 




0.6% cystine, 0.4% histidine 

95 


9 

B VIII plus 0.1% tryptophane, 0.3% methionine 




0.6% cystine, 0.4% histidine 

91 


10 

B VIII plus 0.6% lysine, 0.1% tryptophane, 




0.3% methionine, 0.4% histidine 

109 

124 

11 

B IX plus amino acids as in 10 


136 

12 

R VIII plus 0,6% lysine, 0.2% tryptophane, 




0.3% methionine, 0.4% histidine 


121 

13 

B IX plus amino acids as in 12 


128 

14 

R VIII plus 0.6% lysine, 0.2% tryptophane, 




0.6% methionine, 0.4% histidine 


121 

15 

B IX plus amino acids as in 14 


136 

16 

B IX plus 0.6% lysine, 0.2% tryptophane, 




0.6% methionine, 0.4% histidine, 




0.4% phenylalanine 


137 

17 

B IX plus 0.6% lysine, 0.05% tryptophane, 




0.3% methionine, 0.3% histidine, . 




0.3% phenylalanine 


118 


1 Powered in a ball mill. 

= Powdered with little or no heat production. 
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Data from tlae chick experiments indicate that there is a 
difference in the nutritive quality of keratins, dependent upon 
the method of preparation. As in the earlier experiments, 
growth of rats fed hoofs at an 18% level was poor. How- 
ever, keratin-C (powdered with no heat production) gave a 
55% better growth response than did keratin-A (powdered 
in a ball mill). When the level of hoofs was raised to 24% 
a more marked difference between the 2 keratin preparations 
could be noted. When keratin-C was included in the ration 
at 30%, a growth rate which approximated that obtained with 
18% casein was obtained. Only rather moderate growth re- 
sulted when rats were fed keratin-A at this level. At 40% 
of the ration keratin-C produced growth comparable to that 
obtained with 24% casein. The hair coat of animals fed 
powdered hog hoofs was always heavy and glossy. At no 
time was there any indication of toxicity due to the feeding 
of high levels of keratin. 

The necessity of feeding such high levels of keratin (30% 
to 40%) suggested that certain essential amino acids are 
probably present in limited amounts. This view is substanti- 
ated by the data of Eouth ( ’42, ’42a) which indicate that 
tryptophane, methionine, lysine and histidine are necessary 
supplements to diets where powdered wool or feathers supply 
the protein. In this laboratory amino acid supplements of 
0.6% lysine, 0.1% tryptophane, 0.3% methionine and 0.6% 
cystine to ration R-YIII (line 7, table 4) produced a decrease 
in growth as compared with that obtained with 18'% of 
keratin-A alone. Substitution of 0.4% histidine for the trypto- 
phane produced a marked improvement of growth. The com- 
bination of tryptophane, methionine, cystine and histidine 
resulted in the same rate of growth. Elimination of cystine 
and use of the 4 amino acids, lysine, tryptophane, methionine 
and histidine, found most efficient by Eouth in supplementing 
wool protein, gave the best growth. When keratin-C was in- 
creased to 24%, and the same amino acids used as before 
(line 11), young rats grew at a rate comparable to that pro- 
duced by 18%' of casein. No improvement was obtained with 
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R-VIII when the tryptophane (line 12) or the methionine 
(line 14) supplements were increased 100%. When these in- 
creased amino acid supplements were added to R-IX (lines 
13 and 15), growth as good as that demonstrated in line 11 
was obtained. Microbiological assay of keratin-C suggested 
that the amount of phenylalanine present was at a critical 
level if the protein were fed at 18% or even 24% of the ration. 
However, when 0.4% phenylalanine was added to R-IX, in 
addition to methionine, tryptophane, lysine and histidine (line 
16) growth was the same as that obtained in line 11. 

After examination of the amino acid values tabulated by 
Block and Bolling (’45) for horn keratins, calculations were 
made to determine the level of essential amino acids furnished 
by powdered hoofs when fed at 24% of the ration. These 
estimates suggested that if supplements of 0.6% lysine, 0.05% 
tryptophane, 0.3% methionine, 0.3% histidine and 0.3% 
phenylalanine were made to R-IX, a growth response com- 
parable to that of 18% casein would be obtained. This ex- 
pected response was not achieved since growth (line 17) was 
only slightly better than when unsupplemented R-IX was fed 
(line 4). These results may indicate that the portion of the 
amino acids supplied by powdered hoofs was only partially 
available. 

DISCUSSION 

The data presented indicate that rats and chicks are able to 
utilize powdered keratins although the origin and method 
of preparation markedly affect the biological value of these 
proteins. Hoofs gave the best growth response in both rats 
and chicks, while hair was definitely inferior. Feathers ap- 
peared to be the least suitable nutritional material of the 
3 keratins tried. 

The preparation of this type of protein also greatly in- 
fluences its nutritional value. Data on the effect of particle 
size on the growth of chicks are presented and similar results, 
not tabulated, were obtained with rats. Hot only must the 
product be finely divided but the method of biinging about 
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this breakdown is very important. Fineness of division ap- 
pears necessary to speed enzymatic hydrolysis and prolonged 
grinding appears to produce nutritionally undesirable 
changes, possibly as a result of heating. Kouth and Lewis 
(’38) have shown that inorganic sulfates not originally pres- 
ent in wool are produced by the prolonged ball mill grinding, 
and they suggest that these are oxidation products. Hog hoof 
keratin was the most intensively investigated but if methods 
are developed to reduce hair or feathers to sufficient fineness 
without producing undesirable changes, these keratins might 
become more valuable. 

Ball mill grinding appears to be destructive from both 
mechanical and chemical standpoints. Briggs et al. ( ’42) have 
shown that erosion of the gizzard may occur when there is 
an insufficient supply of glycine, arginine, and cystine in the 
chick ration. The severity of gizzard erosion in chicks which 
received hair would imply that the amino acids present in 
adequate amounts in the original hair were not available to 
the chick. When fed powdered hair numerous chicks de- 
veloped encephalomalacia which was cured to a-tocopherol. 
Why this condition developed on powdered hair and not on 
other keratins is not clear. 

Substantial growth was obtained when ball milled hog hoofs 
were fed to rats and chicks at 30% of the ration. The spe- 
cially ground hoofs at this level supported growth equal to 
that of 18% of casein. With supplements of lysine, trypto- 
phane, methionine, and histidine, 18% of hog hoofs gave 
growth which also approximated that obtained with casein. 
Data, not tabulated here, have established that omission of 
any one of the 4 amino acids results in growth no better than 
that obtained without supplementation. 

Because of the physical changes brought about when kera- 
tins are powdered, the practical application of new protein 
sources should not be overlooked. This work confirms the 
suggestions of Routh (’42) and Wagner and Elvelijem (’42), 
and indicates that careful preparation of keratinous material 
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offers a means whereby waste protein of high nutritive quality 
may be adapted for use in animal feeds. 

SUMMARY 

Finely powdered keratins have been studied as possible pro- 
tein sources for growing rats and chicks. When chicks or rats 
were fed purified rations which contained 30-40% of pow- 
dered hoofs, substantial growth was obtained. High levels of 
powdered hog hair in chick rations allowed moderate growth 
but usually produced an encephalomalacia unless sources of 
vitamin E were present. Powdered chicken feathers allowed 
only poor growth. 

In general, the rates of growth obtained with chicks and 
rats fed rations containing these keratins show a positive 
correlation with the degree of subdivision of the keratin. 
The use of a ball mill for grinding the keratin was not as 
effective a method as one in which heating was prevented. 
When the lower levels of powdered hoofs were supplemented 
with lysine, tryptophane, methionine, and histidine, good 
growth was obtained. 
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Osborne, Mendel and Ferry (’19) originally proposed the 
use of “grams gain per gram of protein eaten” (protein effi- 
ciency) as a measure of the nutritive value of proteins for 
growing rats. This index combined tlie 2 variables of food 
intake and gain in weight into a single figure and thus was 
thought to be a superior measure of nutritive value than the 
simple measurement of either variable alone, that is, gain in 
weight or food intake. In subsequent years, protein effi- 
ciency has gained wide acceptance as a measure of the nutri- 
tive value of proteins. 

In the original paper, and subsequently, it was clearly 
shown that the level of the protein in the diet affects the 
value obtained for the protein efficiency. With increasing 
levels of protein, it reaches a maximum and then slowly de- 
clines. Osborne et al. proposed that the level of maximum 
efficiency be determined for each protein. In practice, how- 
ever, most authors including the originators fed various pro- 
teins at arbitrary levels and compared the protein efficiency 
values thus obtained. 

1 Supported in part by a grant-in-aid from The American Meat Institute, Chi- 
cago, 111. 
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Mitchell (’24, ’42) has criticized this method on various 
scores, principally on the basis that the composition of the 
body gains may not be constant and that no credit is given to 
the protein for maintenance. He has observed (Mitchell, ’24) 
that in general animals with larger food intakes tend to show 
the highest protein efficiency “although the correlation is not 
particularly close. ’ ’ 

It is remarkable in view of the wide acceptance of the 
method as a measure of the nutritive value of proteins that 
the relation between gain in weight and protein efficiency 
appears not to have been carefully analyzed. In studies on 
the value of various supplements to white flour conducted in 
this laboratory, the calculation of protein efficiency appar- 
ently added no additional information over the simple measure 
of body weight. These studies and an additional experiment 
designed to study the relation of protein efficiency to gain in 
weight, are reported in this paper. 

EXPERIMENTAL 

All of the studies were made with young male rats obtained 
from the same breeder. Their average weight at the time the 
various studies were started was approximately 45 gm. Groups 
of 5 or 6 rats were fed each ration ad libitum. The white flour 
was always of the same brand but 2 lots were used which con- 
tained 13.3% and 14.4% protein (N X 6.25). The protein sup- 
plements were commercial products. 

All of the diets contained 12% protein (N X 6.25). In the 
studies on white flour, the protein was supplied by appro- 
priate amounts of the supplement and flour. Mixtures of casein 
and wheat gluten supplied the protein in the other experiment. 
Salt mixture 4% (Hegsted et al., ’41), K 2 HP0 4 , 0.5%, corn 
oil 4% 2 were always added and the ration completed with 
sucrose. Crystalline thiamine, riboflavin, pyridoxine, calcium 
pantothenate, nicotinic acid, and choline chloride were added 
to all rations in the amounts reported previously (Hegsted 

2 Supplied by the Corn Industries Research Foundation, New York, N. Y. 

* Supplied by Merck anti Co., Rahway, N. J. 
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et al., ’44), and 1 drop of haliver oil containing viosterol was 
given twice weekly. to each rat. Each experiment was con- 
tinued for 3 weeks. 

Food consumption records were made by weighing the 
amount of food given and the amount left or spilled each day. 
Small food cups containing the ration were placed inside of 
larger dishes and papers underneath the cages recovered any 
spilled ration. 

RESULTS 

Figure 1 shows the average gain in weight and protein effi- 
ciency of the group of animals which received white flour 
alone or white flour and varying amounts of skim milk powder, 



Fig. 1 Average gain in weight and protein efficiency of the groups of rats 
receiving white flour and white flour plus supplements. The figures on the abscissa 
are the per cent of the total protein supplied by the supplement. Solid bars 
represent gain in weight. 

yeast, corn germ, and peanut flour. The differences in the sup- 
plemental value of the various proteins are apparent. More- 
over, it should be noted that the proteins of the different diets 
are classified, relative to each other, in the same order whether 
protein efficiency or gain in weight is used as the measure 
of nutritive value. 
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Figure 2 is a similar chart of the data obtained using - 10 
diets in which the nutritive value was varied by the relative 
proportions of gluten and casein. This experiment was de- 
signed to give a series of proteins of gradually increasing 
nutritive value. It may be noted in comparing figures 1 and 2 
that the protein efficiency is somewhat higher relative to the 
gain in weight in this experiment than in the first experiment. 
However, the chief point of interest is that the protein mix- 
tures are again classified in the same relative position by 
either gain in weight or protein efficiency. 



% OF DIETARY PROTEIN FROM GUJTEN 


Fig. 2 Average gain in weight and protein efficiency of the groups receiving 
mixtures of gluten and casein. The remainder of the total protein (12% of the 
ration) was supplied by casein. Solid bars represent gain in weight. 

This is true even for group 9 which is anomalous due to the 
inclusion of 2 animals which grew very poorly. One animal 
in this group died on the second day. The data are thus based 
on only 4 animals, 2 of which appeared abnormal. It seemed 
worthwhile, therefore, to investigate the relation between the 
protein efficiency and gain in weight of the individual animals. 

Figure 3 is a scatter diagram shoving the relation of pro- 
tein efficiency to gain in weight for each of the rats in the first 
experiment. The straight line (no. 1) is the regression line 
fitted by the method of least squares. This fits the data 
reasonably well and the correlation coefficient is 0.97. How- 
ever, the regression line appears to fall above the experimental 
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points at both extremes of the data, the variation about the 
line increases with increases in gain in weight, and finally the 
line fails to pass through the origin of the graph although by 
definition protein efficiency is zero when the gain is zero. 



Pig. 3 The relation between the protein efficiency and gain in weight of the 
individual rats in Experiment I. 


These difficulties disappear when the data are plotted as 
logari thms in figure 4.‘ The correlation is increased to + 0.984 
and the data fall uniformly about the line. 

The regression line log 10 P.E. = 0.787 log gain ~ 0.0128 
may be put in terms of the original data to give the equation 

4 Protein efficiency times 10 (10 P.E.) is used rather than the original protein 
efficiencies for ease in plotting. 



690 


D. M. HEGSTED AND JANE WOKCESTEE 


P.E. = 0.103 gain °- 787 . The curve of this equation is shown 
in figure 3 as no. 2. This line fits the data at the 2 extremes 
better than the previous line and also approaches the origin. 




Fig. 5 A scatter diagram showing the protein efficiencies and gains in weight 
for the individual rats in Experiment II. The data are plotted as logarithms. 

Figure 5 represents a log-log plot of the data from Exper- 
iment II. Again the data clearly fall about a straight line and 
the coefficient of correlation is -f- 0.981. When this line is put 
in terms of the original data, the equation P.E. = 0.0834 
gain 0 792 is obtained which is shown in figure 6. 
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Fig, (? The relation between protein efficiency and gain in weight in Exper- 
iment IL 


DISCUSSION 

In these experiments the gain in weight, amount of protein 
eaten and protein efficiency are known for each rat. The first 
2 variables, gain in weight and the amount of protein eaten, are 
independent in the sense that they can be measured inde- 
pendently on each rat while the third variable, protein effi- 
ciency, is the ratio between the 2. The correlation between 
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protein efficiency and gain in weiglit is thus the correlation 
between gain in weight and a function of gain in weight. This 
kind of correlation has been termed “spurious” by Pearson 
(1897) but, as Snedeeor (’46) points out, this derogatory 
remark would be better reserved for conclusions which have 
been drawn from such correlations rather than the correla- 
tions themselves. 

PROTEIN INTAKE 



Fig. 7 A scatter diagram showing the relation of the logarithms of food 
intake to the logarithms of weight gains in Experiment I. 

It is well known that there is in general some correlation 
between food intake and gain in weight. Even allowing for 
differences in nutritive value, animals which grow faster 
may be expected to have somewhat greater food intakes. In 
the present work, this is demonstrated in figure 7 where the 
logarithms of the values for protein intake in Experiment I 
have been plotted against the logarithms of the gains in 
weight. The data appear to be well represented by the re- 
gression line : 

log protein intake = 0.214 log gain -f 0.986. 

However, the correlation coefficient is only -f- 0.826 compared 
to the very high correlation between protein efficiency and gain 
in weight. 
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This discussion is pertinent to the present problem since 
the regression. lines in figures 2 and 4 might be solved in the 

following manner : 

Log 10 P.E. = 0.787 log gain -f 0.013 (1) 

Shift' log P.E. = log 1)ro Jn = log gain - log protein intake 

t hen log gain — log protein intake -f 1 = 0.787 gain + 0.013 

and log protein intake == 0.213 log gain -f* 0.987 (3) 

Bv such reasoning one thus arrives at the conclusion that the 
protein intake, regardless of nutritive value, is predicted by 
Uit' gain in weight. However, equation 3 is the same as the 
equation for the regression line in figure 7 and it has already 
been shown by the coefficient of correlation, + 0.826, that this 
line predicts the protein intake only with considerable error. 
In fact, this coefficient of correlation indicates that only 68% 
of the variation has been explained by the regression line. 
This example thus demonstrates the erroneous conclusion 
which might he arrived at because of “spurious” correlation. 
It is clear that the excellent correlation between protein effi- 
ciency and gain in weight does not necessarily imply an equally 
good correlation between protein intake and gain in weight. 

As has been discussed by numerous other authors, the con- 
cept of protein efficiency suffers serious theoretical difficulties. 
Dietary protein must be considered as fulfilling 2 functions 
(a) maintenance and (b) growth. Since the calculation of 
protein efficiency does not consider the protein required for 
maintenance, considerable improvement at least theoretically 
would result,’ if the maintenance protein requirement could 
he subtracted from the protein intake, and only the remainder 
considered in the calculation of protein efficiency. Boas-Fixen 
et al. ( ’34) attempted this and estimated the maintenance re- 
quirement by extending the regression line of protein intake 
vs. gain to the intercept of zero gain. It is readily apparent, 
however, that this may not be a valid procedure since un- 
doubtedly the animals which grow have larger maintenance 
requirements due to the increase in body size. Furthermore, 
maintenance requirements cannot be estimated from the body 
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size since the proteins vary in nutritive value, and the main- 
tenance requirement per unit of body size is less for the better 
proteins. Thus the maintenance requirement for the animals 
which grow (those receiving proteins of higher nutritive 
-value) tends to be higher because of the increase in size while 
at the same time must be less per unit of body size than for 
animals which do not grow because of the difference in the 
nutritive value of the proteins they receive. Whether it is 
actually higher or lower or relatively constant for animals of 
varying gains will require further investigation and no satis- 
factory method of estimating it appears to be available at the 


TABLE 1 

The relative rank given the 10 proteins in Experiment II by the 
3 methods of classification * 


PROTEIN 

AMOUNT 

EATEN 

GAININ'. 

WEIGHT 

PROTEIN 

EFFICIENCY 

1 

1 

1 

1 

2 

2 

2 

2 

3 

3 

3 

3 

4 

4 

4 

4 

5 

8 

6 

6 

6 

7 

7 

7 


6 

8 

8 

8 

10 

9 

9 

9 

5 

5 

5 

10 

9 

10 

10 


present time. We must, therefore, consider protein efficiency 
as simply a method of classifying proteins relative to each 
other as to their nutritional value. The close correlation be- 
tween gain in weight and protein efficiency indicates that 
either of these will classify proteins as to their nutritive value 
in a similar manner. Since protein intake alone shows a 
correlation with gain in weight, it might also be used to assess 
the nutritive value of proteins. Table 1 shows the order in 
which the 10 proteins fed in Experiment II ranked according to 
the 3 methods. There is perfect agreement by either protein 
efficiency or gain in weight, but food intake alone fails to dis- 
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tinguish between tile last 5 proteins. The same close correla- 
tion between protein efficiency and gain in weight is shown by 
data in the literature. As examples the data from the 2 
papers by Jones and eoworkers have been plotted in figure 8 
as logarithms. In the first paper (Jones and Divine, ’44) 16 



Fig. 8 The relation between protein efficiency and gain in weight in studies by 
Jones and Divine ( ; 44). Insets are data from the paper by Jones and Widness 

<’ 40 ). 


different protein mixtures were compared, all of them at a 
level of 9.1% protein in the diet. In the second paper (Jones 
and Widness, ’46) 8 proteins were compared at 3 levels in the 
diet, namely, 10%, 15% and 17.5%. In all of these studies 
the correlation is very close and the points fall within the 
range of the standard errors of the estimated protein efficiency. 
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Additional examples are afforded by the recent paper of 
Russell et al. (’46) in which many legumes were compared 
as "well as the effect of added methionine at 2 different levels. 
All of the data from this paper are shown in figure 9, and it is 
clear that there is a straight line relation between protein 
efficiency and gain in weight as in the previous data. Data 
obtained with chicks by Grau (’46) are shown in figure 10. 



.2 .4 £ .8 1.0 12 1.4 1.6 LOG GAIN 

Fig. 9 The relation between protein efficiency and gain in weight in the studies 
by Russell et al. (’46). 

In this paper 3 different proteins were studied including 
gluten, cottonseed and peanut proteins. Various combinations 
of amino acids were added to demonstrate the limiting defi- 
ciencies. A plot of these data, using food efficiency rather than 
protein efficiency, shows clearly that the relation is the same 
in chicks as in rats. 

Much other data could have been selected which support the 
data presented in this paper. These papers were used to 
show that close correlation between protein efficiency and gain 
in weight as found under diverse conditions including many 
proteins, experiments involving different lengths of time, in 
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several laboratories, different strains of rats and even dif- 
ferent species. 

It must be stressed that this does not imply that the protein 
efficiency will always be the same figure for a given gain in 
weight. As was noted previously, the protein efficiency in 
figure 2 is higher relative to weight gain than in figure 1. 
This does not seem strange since it is well known that in 
repeating experiments with similar diets the absolute gain 
in weight may show considerable difference and protein effi- 
ciency is a function of this gain. We believe, therefore, that 



Fig, 10 The relation between food efficiency and weight gains in studies on 

chicks by Gran (46). 

like growth rates, protein efficiency is only relative and in the 
strict sense should only be used to compare the groups of 
animals studied at one time. 

The question may be asked as to which of the 3 variables 
distinguishes most effectively between proteins, i.e., is 1 
measure more accurate than another. In order to approach 
an answer to this question, variance analyses have been made 
of the logarithms of the 3 variables. Logarithms were used 
since, as previously shown, the regression lines tend to be 
straighten Table 2 gives the 3 variance analyses. The 0.01 
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point for an F value based on 9 and 38 degrees of freedom 
for the greater and smaller mean square, respectively, is 
approximately 2.9. Consequently the variance analyses show 
that any 1 of the 3 variables, gain in weight, protein efficiency 
or amount of protein eaten, serves to bring out significant dif- 
ferences between the 10 proteins. The F values for gain in 
weight and protein efficiency are both extremely large and 
approximately the same size, 24.8 and 28.6. This indicates that 
either variable distinguishes very effectively between the pro- 
teins and it is impossible on the basis of this test to decide 
which is most effective. 

In order to decide if gain in weight and protein efficiency 
can be used interchangeably in distinguishing between the pro- 
teins, the covariance between gain in weight and protein effi- 
ciency was analyzed (table 3), Comparison of the errors 
of estimate shows that the variances between the adjusted 
mean values and the observed mean values based on 9 degrees 
of freedom are slightly smaller than the errors of estimate 
determined within the protein groups. This indicates that the 
2 variables, gain in weight and protein efficiency, are in fact 
measuring the same characteristic and that if one wishes to 
determine differences between proteins in terms of this char- 
acteristic, whatever it may be, one may use gain in weight 
alone. This is further indicated by the very high correlation 


TABLE 2 

Variance analyses . With respect to the 8 variables, gain in weight , protein 
efficiency and amount eaten. 


SOURCE OF 
VARIATION 

GAIN IN WEIGHT 

DEGREES _ 

PROTEIN EFFICIENCY 

AMOUNT EATEN 

FREEDOM SulTJ0f 
FREEDOM, gquares 

Mean p 

squares 

Sum of 
squares 

Mean 

squares 

F 

Sum of 
squares 

Mean p 

squares 

Total 

47 6.5412 


4.2360 



.4119 


Between 








proteins 

9 5.5903 

.6211 24.8 

3.6915 

.4102 

28.6 

.2105 

02339 4.35 

Within 

j 







proteins 

38 | .9509 

.0250 

.5445 

.0143 


.2044 

.00538 
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I* 

j 

I 

r 


coefficient, -f- 0.984, between gain in weight and protein effi- 
ciency in this experiment. 

If the same sort of covariance analysis is applied to gain in 
weight and amount eaten the results in table 4 are obtained. 
The table shows that after correction for the amount eaten 
there is still a highly significant variance in gain in weight 
on the different proteins. This result is to be expected and 
simply means that there is a difference in the growth pro- 


TABLE 3 

Analysis of covariance and test of significance of adjusted protein means . 1 








ERRORS OF ESTIMATE 

SOURCE OF 

D.F. 2 Sx 2 

S xy 

Sy 2 

'D.F. 

y from x 

X 

from y 





1 

S sq. 3 

Mean 

square 

S sq. 4 

Mean 

square 

Total 

Between 

47 6.5412 

5.1817 

4.2360 

46 

.1312 


.2027 


proteins 

Witliin 

9 5.5903 

4.5358 

3.6915 






proteins 

38 .9509 

.6459 

.5445 

37 

.1058 

.00286 

.1847 

.00499 

Test of significance of adjusted 

means 

9 

.0254 

.00282 

.0180 

.00200 


1 x = log gain, y = log protein efficiency. 2 Degrees of freedom.. 

(8xv) 2 (Sxy) 2 

8 By 2 - 4 Sx 2 - - v -- --- 


TABLE 4 

Analysis of covariance and test of significance of adjusted protein means. 


ERRORS OF ESTIMATE 


SOURCE OF 
VARIATION 

D.F 

Sz s ' 

Sxz 

Sx 2 

D.F 

Squares 1 

Mean 

squares 

F 

1 

Total 

Between 

47 

.4149 

1.3608 

6.4312 

46 

2.0781 



proteins 

Within 

9 

.2105 

1.0553 

5.5903 





proteins 

38 

.2044 

.3055 

.9509 

37 

.4943 

.01336 


Test of significance of 

adjusted 

means 

9 

1.5838 

.1760 

13.2 


1 x 2 5 = (Sxz) 3 /z 2 , 
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moting power of proteins even though food intakes are 
equalized. 5 

As stated previously, the originators of this method be- 
lieved that the point of maximum efficiency for each protein 
should be determined, and the amount of protein in the diet 
at these points be used in evaluating the proteins. Whether 
this method actually will he helpful still remains to be proven. 
In the final analysis the method is still one of relative classi- 
fication and it is apparent that a priori reasoning is not 
sufficient grounds for stating the best method of classifying 
proteins. It is known already that the protein content of the 
diet for maximum efficiency is higher for proteins of lesser 
value. Thus it is not obvious that the use of the original 
procedure will give additional knowledge of practical value 
in classifying proteins over that obtained in simple feeding ex- 
periments at 1 level of protein, although this remains to be 
studied. 

It appears to us that 1 disadvantage of the calculation of 
protein efficiency is that it supplies a figure for each protein 
which workers in the field tend to accept as characteristic of 
the protein. On the other hand, figures for gain in weight are 
always readily recognized and used in a comparative sense. 
Actually protein efficiency should be used in the . same way 
and with the same reservations. 

B The table also supplies various estimates of the correlation coefficient between 
gain and amount eaten. These are + 0.826 from the total, 0.973 from the 
mean values, and + 0.693 from the departures within the groups. The last corre- 
lation coefficient, + 0.693, is the correlation between gain and amount eaten, in- 
dependent of the type of protein fed. From this an estimate of the regression of 
gain in weight and amount eaten may be obtained. This regression coefficient, 
is 1.4946 and not 1 as is assumed when the log protein efficiency, log x — log z, 
is computed. If this regression coefficient is a constant with various proteins and 
one desires to take account of the amount eaten, it should be done from this 
regression coefficient rather than by the simple computation of protein efficiency. 
Our data within groups are limited to decide this point but suggest that this 
regression coefficient is not a constant for the different proteins. 
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CONCLUSION 

The nutritive value of 23 different proteins or protein mix- 
tures was investigated by feeding’ experiments with 111 young 
rats. All diets contained 12% protein. An analysis of the data 
shows : 

1. There is a very high correlation between gain in weight 
and protein efficiency (gain per gm of protein eaten). 

2. Protein efficiency is a function of gain in weight rather 
than a characteristic of the protein fed. 

3. Proteins are classified relative to each other in the 
same manner, and with equal accuracy, by either gain in 
weight alone or protein efficiency. 

4. In studies on the relative nutritive value of various pro- 
teins using growing rats fed ad libitum, little additional in- 
formation is gained by taking into account the amount of 
protein eaten, i.e., the calculation of protein efficiency. 

5. The results are clearly supported by numerous data in 
the literature. 
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The mouse has proved to be unusually valuable for the study 
of numerous problems in medicine and allied fields, notably 
those related to cancer and certain infectious diseases, con- 
cerning which there have been some suggestions in the litera- 
ture that dietary factors may play a role. Unfortunately, 
this species has not been as well standardized nor have its 
nutritional requirements been as well elucidated as have 
those of the rat. Therefore it has been difficult to study the 
problems of cancer and infectious disease on the mouse using 
highly artificial diets so constructed and controlled as to have 
only one variable of interest. In this institution many highly 
inbred strains of mice with characteristics important for 
students of cancer have been developed by Dr. L. C. Strong. 
The origin of a number of these strains has been discussed 
' elsewhere (Strong, ’42). 

In some preliminary dietary studies of this general problem 
Rogers, McElroy and Cowgill (’42) succeeded in carrying- 
mice of the C -,7 strain (characterized by low incidence of 

1 The expenses of this study were defrayed by a grant from Nutrition Founda- 
tion, Inc., and also by grants from the American Cancer Society and The Anna 
Fuller Fund. 

3 Nutrition Foundation Fellow, 1945-46. 

703 



704 PAUL F. FENTON AND GEORGE R. COWGILL 

spontaneous breast cancer) to the second generation of off- 
spring (F 2 ) on a purified diet containing as the component of 
uncertain composition a “rice polish filtrate factor II.” Ef- 
forts to repeat this with other strains, however, met with 
failure. Foster et al. ( ’43) made considerable progress in this 
field. Cerecedo and Vinson ( ’44) reported that the poor lacta- 
tion of mice on purified, diets could be improved by the addi- 
tion of a crude folic acid preparation. This work was recently 
repeated using crystalline folic acid (Cerecedo and Mirone, 
’47). The nutritional requirements of the mouse as recorded 
in the literature up to 1944 have been reviewed by Morris 
(’44). 

In view of the apparent strain differences in nutritional 
requirements already observed by Rogers, McElroy and Cow- 
gill (’42), it was decided to investigate this question in 
greater detail. We have already demonstrated 3 that the ribo- 
flavin requirement for growth is less for mice of the C 57 
strain than for the A strain (albinos with high incidence of 
spontaneous mammary tumors among mated females). Others 
have reported that it is much more difficult to maintain the 
A strain presumably because of either poor reproduction or 
poor lactation, or both. In this paper are reported favorable 
results obtained with respect to reproduction and lactation 
in the C r ,7 and A strains fed highly artificial rations. 

EXPERIMENTAL 

This study was begun with mice of the C 57 and A strains 
received from Dr. L. C. Strong and Dr. A. Gforbman. 4 Most 
of the animals were 21 to 28 days old at the time. One group 
of each strain was fed commercial stock rations 5 (in a few 
instances experimental stock rations) ; the other group re- 
ceived diet 101. The composition of all synthetic rations is 
given in table 1. A few animals .were raised from weaning on 
diet 104. In later experiments offspring of these groups of 

3 To be published. 

. 4 Department of Anatomy, Yale University. 

5 Purina Dog Chow, later Purina Laboratory Chow. 
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mice (F x generation) were used. Since the belief is held in 
some quarters that mice will mate satisfactorily only if the 
male and female are raised together in the same cage, this 
practice was followed in the earlier experiments. From a 
nutritional viewpoint, if growth performance is to be meas- 
ured, this system has obvious disadvantages. Consequently 
in most of our experiments the animals were raised from 
weaning in individual cages and were mated after they had 
reached an age of at least 70 days. The cages have wire 
screen bottoms and fronts, are suspended from metal shelves 
and are of all-metal construction. Food and water were sup- 
plied ad libitum. The diets were prepared usually at least 
once a week, often more frequently; between feedings they 
were stored in the cold. Growth rates on the stock rations 
and on diets 101, 104 and 114 W'ere excellent. Growth per- 
formance on the remaining diets has not been determined. 

When an animal was observed to be pregnant, it was 
separated from the male and placed in an individual cage 
supplied with nesting paper. The details regarding exact 
equipping of these cages were evolved gradually in the course 
of the early experiments. A piece of wire screen the same 
size as the rectangular cage bottom but of somewhat smaller 
mesh was turned up at the front and back to form a basket 
(the sides of the cage serving simultaneously as the sides of 
the basket). Into this the nesting paper was placed. This nest 
occupied the rear half of the cage. The food cup was placed 
in the front half of the cage, and the water bottle was attached 
to the front of the cage with a glass delivery tube passing 
through the screen to the inside. The chief advantages of 
this system are (a) that the nesting paper is usually kept 
away from the water tube and (b) that the animal quickly 
habituates itself to dropping the feces in the front part of the 
cage where they can fall through the bottom. Early experi- 
ments showed that nesting paper placed indiscriminately in 
the cage was invariably pushed against the water bottle 
outlet causing a rapid emptying. The prevention of copro- 
phagy is a fundamental problem in nutrition and has not 
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been satisfactorily solved even for simple growth or mainte- 
nance experiments. The problem becomes even more acute 
when it is necessary to prevent the newly born mice from 
falling out of the cage. The method described here has, by 
observation, reduced coprophagy to a minimum. It is rec- 
ognized, however, that the opportunities for ingestion of feces 
are greater than they would be in the original wire-bottom 
cage. 

The cages containing pregnant animals were examined at 
least once a day. When the young were born, the female 
was weighed as was the entire litter. The number of offspring 
was reduced to 8 at birth and to 6 at the end of 1 week. The 
laetating females and the litters were weighed once a week 
and the young weaned at 21 days of age. After weaning or 
after the death of the last offspring in eases of lactation 
failure, the female was allowed to rest at least 2 weeks before 
being remated. Biotin assays were done by the microbiological 
method of Wright and Skeggs ( ’44) using L. arabinosus. This 
procedure was checked with an L. casei method. Numerous 
recovery experiments were carried out to test the validity 
of the assays, and the recoveries were entirely satisfactory. 
Hydrolysis of the tissue with 6 N acid was found to cause 
some loss of biotin, and therefore hydrolysis was done with 
N acid which was found to give maximal yields of biotin. 

RESULTS 

The data on reproduction and lactation are summarized in 
tables 2, 3 and 4. Mice raised on stock diets have given satis- 
factory breeding performance during the year. On the other 
hand on the purified diet (no. 101) 21 animals produced lit- 
ters, 20 of which died within 3 days after birth. One litter 
(C57) survived 14 days (table 2). Four females had been set 
aside as pregnant but no litters were found. It seems likely 
that the offspring were consumed by the mother prior to the 
daily inspection. No pregnancy was observed in 5 of the 
animals on the purified diet. Three litters were accidentally 
lest. When the dead young were analyzed for biotin, they 
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contained on the average 0.064 pg per gm of wet tissue (49 
determinations on 14 animals ; range 0.032 to 0.094 pg) . Off- 
spring of animals on stock rations contained on the average 
0.172 pg of biotin per gm (53 determinations on 6 animals; 
range 0.159 to 0.184 pg). Earlier work carried out in this labor- 
atory by A. E. H. Houk 6 and G. Keefe had shown essentially 
the same results. Mice of the C 57 strain were fed rations nearly 
identical with our diet 101. A total of 52 litters were obtained 
but only 3 young were successfully weaned. 

Following a 2-week rest period the females were remated. 
Some were continued on diet 101 ; others which had been raised 
on diet 101 were put on diets 104, 108, 111, 112, 114, 116 and 
119. For subsequent matings these animals were further 
interchanged among the several diets. On diet 104 (liver sup- 
plement) 3 litters were weaned and the survival time of several 
others was increased. The addition of 16 pg of biotin (biotin 
concentrate) per 100 gm of diet had no beneficial effect under 
the conditions of this experiment. On diet 112 (cystine sup- 
plement) 2 litters, a total of 3 young were weaned (both by the 
same animal). Increasing the protein, fat, vitamin, salt and 
roughage content of the diet at the expense of carbohydrate 
(diet 114) was without effect. Addition of folic acid (diet 119) 
made it possible for 1 litter to be weaned. When both biotin 
and folic acid were added (diet 116), 4 litters were weaned bv 
2 females. Two animals were changed from the synthetic diet 
to a stock ration; both successfully weaned litters after this 
change. One of these animals was later returned to diet 101 
after which the next litter died soon after birth. Young born 
to the animals which had been continued on diet 101 all died 
within 3 days after birth. Three animals raised from weaning 
on diet 104 were mated, and 1 litter of 5 young were success- 
fully weaned. Five animals of our Fj generation (from stock 
colony) were raised from weaning on diet 101 and placed 
on diet 116 at the time of mating. Of 5 litters born 1 was suc- 
cessfully weaned. Five other animals were raised from 
weaning on diet 116, but none succeeded in weaning their first 

6 Nutrition Foundation Fellow, 1943-44. 
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contained on the average 0.064 pg per gm of wet tissue (49 
determinations on 14 animals; range 0.032 to 0.094 pg). Off- 
spring of animals on stock rations contained on the average 
0.172 pg of biotin per gm (53 determinations on 6 animals; 
range 0.159 to 0.184 pg). Earlier work carried out in this labor- 
atory by A. E. H. Houk 6 and Gr. Keefe had shown essentially 
the same results. Mice of the C 57 strain were fed rations nearly 
identical with our diet 101. A total of 52 litters were obtained 
but only 3 young were successfully weaned. 

Following a 2-week rest period the females were remated. 
Some were continued on diet 101 ; others which had been raised 
on diet 101 were put on diets 104, 108, 111, 112, 114, 116 and 
119. For subsequent matings these animals were further 
interchanged among the several diets. On diet 104 (liver sup- 
plement) 3 litters were weaned and the survival time of several 
others was increased. The addition of 16 pg of biotin (biotin 
concentrate) per 100 gm of diet had no beneficial effect under 
the conditions of this experiment. On diet 112 (cystine sup- 
plement) 2 litters, a total of 3 young were weaned (both by the 
same animal). Increasing the protein, fat, vitamin, salt and 
roughage content of the diet at the expense of carbohydrate 
(diet 114) was without effect. Addition of folic acid (diet 119) 
made it possible for 1 litter to be weaned. When both biotin 
and folic acid were added (diet 116), 4 litters were weaned bv 
2 females. Two animals were changed from the synthetic diet 
to a stock ration; both successfully weaned litters after this 
change. One of these animals was later returned to diet 101 
after which the next litter died soon after birth. Young born 
to the animals which had been continued on diet 101 all died 
within 3 days after birth. Three animals raised from weaning 
on diet 104 were mated, and 1 litter of 5 young were success- 
fully weaned. Five animals of our F, generation (from stock 
colony) were raised from weaning on diet 101 and placed 
on diet 116 at the time of mating. Of 5 litters born 1 was suc- 
cessfully weaned. Five other animals were raised from 
weaning on diet 116, but none succeeded in weaning their first 

6 Nutrition Foundation Fellow, 1943-44* 
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litters. When these animals were later placed on diets 132 
and 133, lactation performance was far better. 

In 2 instances the young born to a female on diet 101 were 
exchanged with the young of a female on stock ration. Both 
times the stock animals successfully weaned the young, while 
1 female on the synthetic diet carried 1 offspring to age 21 
days when it weighed only 3.7 gm. 

Three stock animals were transferred to diet 101 at parturi- 
tion. All 3 litters were successfully weaned. Eight females 
which had been raised on stock rations and had successfully 
weaned 1 litter each were placed on diet 101 when they were 
mated a second time. The definitely adverse effects of this 
change on most of the animals are shown in table 3 along 
with results of subsequent matings. 

The females of an Fi generation group raised on synthetic 
diets were mated when at least 75 days old and were then 
placed on diets 132 and 133. The results are shown in table 2 
in which are also included those Fj. animals which had been 
bred once when on diet 116. By employing diets 116, 132 and 
133 it has been possible to carry a number of animals to the 
third generation entirely on synthetic diets. In table 4 are 
shown the weight changes of females and litters successfully 
raised on diets 132 and 133. 

DISCUSSION 

It has been shown that diet 101 (which supports excellent 
growth) is utterly inadequate to permit successful weaning 
of the offspring. The fact that offspring of females on this 
diet could be successfully raised if foster-nursed by females on 
stock diets suggests that the problem is chiefly one of lacta- 
tion. The complete failure of our efforts to secure lactation 
on diets 101 and 114 is most interesting in view of the partial 
success reported by Cerecedo and Vinson (’44) with their 
diets R-5 and C-28, which closely resemble ours in composi- 
tion. The difference in results is perhaps partly due to dif- 
ferences in housing the breeding colony. The partial success 
obtained by Foster et al. (’43) may perhaps be ascribed to 
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their use of vitamin K in their diet since Jukes (’40) has 
stressed the importance of this factor during the lactation 
period of the rat. Kennedy and Palmer ( ’45) showed biotin to 
be essential for reproduction and lactation of the rat. 

The addition of a liver powder (diet 104) resulted in some 
improvement in lactation, but performance was not equal to 
that obtained on stock rations. The incorporation of cystine 
alone (diet 112) was of extremely doubtful value. Biotin con- 
centrate was ineffective at the level employed (diet 111). 
Merely increasing some of the constituents of diet 101 at the 
expense of carbohydrate (diet 114) was equally futile. Only 
when folic acid or folic acid and biotin were added to diet 101 
was any appreciable success obtained. 

The fact that females which had been on stock rations could 
be transferred to diet 101 at parturition and could successfully 
wean their litters shows that the essential factor or factors 
v T ere depleted at a rather slow rate. This was again brought 
out in the experiments in which stock animals -were placed on 
diet 101 at the time of second mating. In these experiments 
the CM strain appeared to do better than the A strain. 

After the partial success of diets 116 and 119 it was decided 
to prepare rations which contained in addition to the ingre- 
dients of diet 101 most of the factors which have been re- 
ported to be important in lactation. The feeding of these new 
diets (132 and 133) did indeed result in markedly improved 
reproduction and lactation performance. It remains to be 
determined which of the dietary components may be safely 
omitted. Further modification of the diet can be expected to 
bring about further improvement in reproduction and lac- 
tation. 

SUMMARY AND CONCLUSIONS 

Reproduction and lactation has been studied in highly inbred 
strains of mice fed purified diets. A diet containing vitamins 
A, I) and E as well as thiamine, riboflavin, nicotinic acid, panto- 
thenic acid, pyridoxine, choline, inositol and p-aminobenzoic 
acid was utterly inadequate for this purpose. The problem 
appears to be one of lactation. Addition of folic acid and folic 



712 PAUL F. FENTON AND GEOBGE E. COWGILL 

acid plus biotin gave some success. Addition of biotin, folic 
acid, cystine and vitamin K gave much better results. 
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